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(S4)TitIe: GENE RECOMBINANT ANTIBODIES 



(57) Abstract 

A gene recombinant antibody specifically reacting with human VEGF receptor FIt-1; a gene recombinant antihuman VEGF receptor 
Fit- 1 antibody having a neutralizing activity on human Flt-1; and a diagnostic method, diagnostics and remedies for diseases worsening in 
association with abnonnal neovascularization such as proliferation or me^tasis of solid tumor, arthritis in rheumatoid arthritis, diabetic 
retinopathy, premature retinopathy and psoriasis. 
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^ * 

3^S^3C>#»ffe^l/^^if&^^;:%ffl•CfeSl:^ VEGF ^mf^ Flt-1 IC^^^KI^^ir^ 

5te-?ffi*x.a:#:. mi^t^^^m-r^mmw^xr^m^i^^m^^x^^h vegf 

ifiL^ff^:as^|^<P4-Lrv^:5[J. BIoI. Chem,, 267, 10931 (1992)]o ifeffff^fi. ik^ 

m^(Dm^. mm\^x^. wmm^^th. it.mm±^ti^j&u^Y)ti:^u, Bid. 

Chem., 267, 10931 (1992)] o ik^m^^mm^^m^tl^XU^ vascular 
permeability factor (jg^T^ VPF ^B&Ifit^a) ^ vascular endothelial growth factor (J^ 

T> VEGF tmwrt^) i.&.T. VPF/VEGF tm^) \ :Lf\.^\^^^W^\C^n 

tbTV^S [Advances in Cancer Research, 67^ 281 (1995)]o VPF/VEGF 
^-J:l93fc§5J'^^a:*^ 4 -J5(Dm&%Xm. 1933 ^(^llfiLWSjSttffiiiH^CVascular 
permeability factor: VPF) ibT[Science, 219, 983 (1983)], 1989 ^J^Jfelf rtSi^ 
J!lSi#i!llH ^(Vascular endothelial growth factor: VEGF) ^LT[Biochem. Biophys. 
Res. Comm., 161, 851 (1989)]$RS^ixfc^^ cDNA ^n^=^i^^<Dl^^^ 
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(7)i^H-e$)Sr^:^SP^^,^i.>/^o/b[Science, 246, 1306 (1989); Science, 246, 1309 
(1989)] (^T^ VPF/ VEGF \± VEGF tMiDa VEGF (^?g"|^<>LT}^rtv4"rie:, ik 
W^&MM^M-t^. iSMffiiiffittLBiochem. Biophys. Res. Comm., 161^ 851 
(1989)], iE^{SiiiStt[J. Immunology, 152, 4149 (1994)2 . }<^V^y^rny^T—^ 
(eaSttCj. Cell. Physiol., 153, 557 (1992)]. '^nd^^— tPA i^mi^M^^n 
[Biochem. Biophys. Res. Comm., 181, 902 (1991)]*if}&S^^tT.X*5^9. in vivo Sei^S 
V^TlliLlfff^ffiiiffitt [Circulation, 92^ suppl II, 365 (1995)], JkW^SiSttffiilffi 
t^CScience, 219, 983 (1983)]/^,Jf :d5rtL*-ei2:*P6>tuTV^:5, VEGF tijkWrt^fflSS 
^^:ffiJft^T#Sttc0^gV^^i3^SH^Tfc^^^ [Biochem. Biophys. Res. Comm., 161, 851 
(l9S9):i,'Mtz.mKNA<D:^/u^^T^zr':^::f^^ty>'r^^^ splicing) 

*(^S*S4a«COSeS^5#;S^^-i;^)S^§^;J^XV^S[J. Biol. Chem., 67, 
26031 (1991)] o 

'U^mWV=^9^^(om'mMm^ VEGF ;asal<H^LTV^Srt;^5»S$:^^TV^So @ 
?F^M^{CoV^T^^. ritb^TjriWfi [Cancer Research, 54, 4233 (1994)], ?Lffi 
[Human Pathology, 26, 86 (1995)], nUM'^U. Clinical Investigation, 91, 153 
(1993)], t^fb^iffi [Cancer Research, 53^ 4727 (1993)], P^tt[Cancer Research, 
54, 276 (1994)]/^^CO#<COthMSa®£j;i^3tt5 VEGF COj^^:dSfg^$nTV ^6o ^ 

/^c, ?L«S#<^®^J:r:*5frt§ VEGF«mft^S#(7:)^#^i:co+BM'r^^1tW-Ufc$& 

^, VEGF m^mmmn. VEGF ^S^mM^^^-J:h-<r®5BJkWff^^^^^^-t^foD, 
;$>o VEGF M^mmmmL^&^l^s VEGF fg:^mfll«<^fL^S^ic:l:l:-^r^# 
^;d5{g;V^r^>b5^b/5>t?feoTV^§[Japanese J. Cancer Research, 85, 1045 (1994)]o 

VEGF^y^^-^/vSt^*:^^B0it5i«JM^m4^7J^i^::t:5S«^^n^ 
362, 841 (1993)]o ^--K^^7:^i;l*3^t6t:^M«c^^#«^7=Vvt;l^3V^T, fei 

VEGF ^/^n-':^7V6tft:f^«te#«r#|JM-e^5^i:^S«&5?tT.TV [Cancer 
Research, 56^ 921 (1996) ]« ^fz.^ th(^«ttJ»7K. )K7k*{Ci^ffi^i7) VEGF 
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[Biochimica et Biophysica Acta, 1221, 211 (1994)]o 

^mi^^^f-^:^\ mmm\±mfmm^:^n^!k^m±tmm^m[^(o vegf 

iE+aM't"^-^;^5$R§^tbTt/^'5[New England J. Medicine, 331, 1480 (l994)]o ^fc, 

VEGF &^4^mlJrsi:lfet^f^^;as»SJ$H'5^:^r^s^§^nTv^-5[A^ch 

Opthalmol., 114, 66 (1996)] o 

(0-^^X1-7 T—i^ii> VEGF SrM*i-'5ri:;&53[^$;J^TV^S [Journal of Immunology, 
152 , 4149 (1994); J. Experimental Medicine, 180, 341 (1994)]o 

VEGF SW#:tLT^±^tL*T'{cS^fl:M^P>^>'^^--¥:7r^y-{^JS-rS fins- 
like tyrosine kinase(J[^T> Flt-1 irBfrfB-^S) [Oncogene, 5, 519 (1990); Science, 
255 , 989 (1992)] ^oj:TJ^ kinase insert domain-containing receptor (eJLT^ KDR irBS 
lEi^-S) [W092/14748;Proc. Natl. Acad. Science USA, 88^ 9026 (1991); Biochem. 
Biophys. Res. Comm., 187, 1579 (1992); W094/11499] ;a^^$^&$t^TV^5o Flt~l ^ 

ffiJ:l9?fe5»teP^^«i!^Wi~6. ^o^-T-S 180—200 ^n^VPhV(7)fl^geK'efe'5o 
VEGF^, Flt-1 :fc^J:lKKDR ^f^. Kd ft^^ 20 pM ^^J;U« 75 pM r^WMWt^S'a'b, 

*fcFit-i :iaj:t;«KDR \^^mnm%m^mmm'^^m^x\^^^}im.'^^^x\^^ 

[Proc. Natl. Acad. Sci. USA, 90, 7533 (1993); Proc. Natl. Acad. Sci. USA, 90^ 8915 
(1993)]o Flt-1 <30#^*^B^^:*3^t^^mJ-ov^T^^. t:h^W:/^;^h— ^fflftco 
««j4L#F^>S*WJe[Nature, 359, 845 (1992)], I;MMjk^«*fLi^OM*ikt^rtS*B 
i[a[Cancer Research. 53, 4727 (1993)]-e. iESiffiL^(Djfilt=rtA»Jia(z:J:b-< flt-1 
mRNA CD^3g.^SJ::#LTV^-5ri:;^5^©§tbTV^^o ^^\^. «tt^ay^'j7-r^a* 

(Z)MaojrfiLWl^^iMfia{^i:fev^T^^>'.1h>r^rL.^N^^ situ 
hybridization) i^J:!9 flt-1 mRNA C0|i3S;^S|gfe^^^5^^;55$g^^nTV^6[J. 
Experimental Medicine, 180^ 341 (1994)] „ ^Hb(^M*fi^ ffiSifiL^if±{e:*5V^T 
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VEGF-VEGF U^':f^—F\t-l ^^^fi^/^^fiJ^mfcLTV ^Sr<^^5t<7J^II^'r^^ 

coT^fe^o Flt-1 }i VEGF 5-^^ mmP^h^M>^7^>SE.Vt^mi\::^ti^:ztf}^^ 

$R^^m:V^5:a^[Science, 255, 989 (1992)] . f^LV ^^|^{e:oV ^T^i^^J-efe^. b 
/6^L> flt-1 afe^^fiS«Lfc flt-1 y^y^T^h'^^:^\^?^±1^]]m<Dskm^f&^. ^ti 

8.5 -9.5 0»-t?5ET::t'5rt;d^e>. FIt-U^lkl^ff*{C*5tt5lfeW 
?l^^fete:i£i^^<^«ffi^WcLTI/^Si!it^$*LTV>S [Nature, 376, 66 (1995)] „ 

m-bcQ^^^^^. VEGF ^^^^E Flt-1 tc*£-g^u Flt-1 izLM-r^^mm^^^ir^vc 

Clin. Oncol., 2^ 881 (1984); Blood, 65, 1349(1985); J. Natl. Cancer Inst., 80, 932 
(1988); Proc. Natl. Acad. Sci. USA, 82, 1242(1985)], ^W'^}^±'^<^])y''7>':^^f\. 
fdOU^ Nucl. Med,, 26, 1011(1985); Blood, 65, 1349(1985); J. Natl. Cancer Inst., 
80, 937 (1988)]. fe^^C0f^S^*^^^CTL^5:l^^S^btl.TV^^[J. Immunol., 135^ 
1530 (1985); Cancer Res., 46, 6489 (1986)], 

CO^y^n— :^/Pjft#:^t:b^:3r^^ftft:$)5V^t^th^ CDR(complementary 
determining region;Je^T> CDR hmWrT^m^h^^) ^ttfei* (Sff^^thStfls:) 09 

&lfls:ft5(5'T?fe5firLflS*Tffe9[Proc. Natl, Acad. Sci. USA, 81, 6851 (1984)]^ thi^S 

tvT. Ik4^4^«^^S6fgc^t^Sr^:^S^S^$ttXV^5[Proc. Natl, Acad. Sci. USA, 
86, 4220 (1989)] o thM CDR ^ietn:*^s:jith$tft:co CDR ^\iVU^<DWim^M(D^ 
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i^(7) CDR ^g|feL7^-^frT-fe{9 [Nature, 321, 522(1986)]. f-/^'^>^V ^fc^^l?-r 

-SLJ. Immunol., 147, 1352 (1991)] o 
i^oT. th VEGF ^Wft: Flt-1 \Z.MLXmmm^m^ir^^?^9m^. ^Mbfetl* 

m7S:(Om&m^^. ae^X^Oii^iCj:«9. -*«tffc*[Science, 242. 
423 (1988)]fe^V^{^t^;^/l^>^-YK*^^bStfls[Molecula^ Immunology. 32, 249 
(l995)]^VNofc, X^fb^fmi^^'?'(Dj^mi)m^tiX\^^^o -*«*a:«s:^t?;^7W:7 

t^b^i/^/^CO^Ig^f^cOf^M^fft^tb. ll-^mm^i^mn^tiXV^^lCancer Research, 

55, 318(1995)] , %^x^ VEGF Flt-1 mmm\cm^^^~i^mM.w-^^ 

Sr^Wf. f&^t-Sfci^)<^^M*^fefe;d5*2se)btbTV^'5o Jtl^b VEGF ^^ft Flt-l fit 

^%m\^. j^T(7)(i)-(68){^BB-r^o 
(1) VEGF ^^fls: Flt-1 \mmm\^K^^^'r^1lkB^^m:X.u^. 
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mm^th^^{^^^^ir^^ m^^'f-mi^^tfim^^^^x. ^y^n—^/u^i^cowm. 

(2) t h VEGF ^^fls Flt-1 CO v-iT^/l-ia^i^^tp N *ffir ^yK;^^^ 750 « B 
«E t^^^t^-rT^^SS^ -r S -his ( 1 ) fB«co5te^ffitftx.tift:o 

(3) bh VEGF Flt-1 COi/^-^yVga^J^-g-tf n ^iST^y^^^^ 338 # @ 

(4) fch VEGF S^fl^ Flt-1 (D-y^^/umn^^t^ N *«gT^y^^^b^;tr 100- 
204 # i (c:#;Si'S:iitT-:7^^^SI-rs_h|B (i) lEtttDa-e^fflm^fetflCo 

(5) t^ VEGF <D\lh VEGF Flt-1 -vfJ^jg-^^IS^L. ^^Oth Flt-1 tC^-TS 
4'Siffitt^*t'S-hlB (1 ) IB«CDitemtfe;tSL«s:o 

So 

Fragment of antigen binding (Fab ^B&lBt'^), Fab\ F(ab')2> ^*®fei#^(single 
chain Fv; , scFv t^m^ ^) ^3 J:t>V;^/V:7^K^^'f[:Si^$:(disulfide stabilized 
Fv; Je^T> dsFv miai"^)^^-^ i^^o i^T> VEGF §^1* Flt-1 t^W^Wi^S 

/s^-r^trL^^fct^fet^iff^r^feith VEGF s^i^ Flt-1 tjii^tmmir^^ 

(7) eMLiitfr;^^ t hStfr IgG m\^mir^±m (6) IE«c<7)ttft:o 

(8) t:Mt:SLflc^5i:f^:^p?^JK:ft;*/c:f*tha CDR ^mi/it^Xh^, ±m (6) iBScoifi 

n^mm\^ v mmthx hv -^3^^:^^ vh ti>i^'r)^xumm^mm^(KiT. mm 
n L mtLx Lv ^r:in vl ty^higci^tomm^umMc ^^mmn c 
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^/v^^:^*^^j^^6^^-^:/yK— ^J:!9s VH ^XU VL ^ri^p-f^ cDNA ^®t^#L. 

-rS)^5^7><i}^«i-6tcc>'C^iJ:V^^S^ IgG M> IgG MlilJR-rs IgOU IgG2. 

IgG3, IgG4 ^(D^M.yrv2zfVl^(D C mmib>i^^h^\ 

thM CDR m^mmm-^. ^h^f^(D VH *3j:-a? VL CQ CDR ^th£JL^<35»ifeor>tFLft: 
<D CDR Ifi^J^^tL-^tlgSlLfc^f^^^fti-^^ 

CDR ^tttnlflsiti. eh VEGF ^^ft: FR-i th 

^^(Dmm(DmW^<D VH ^3j:tJ« VL (Z) CDR WM'^^m(0}lh^^<D VH VL 
C9 CDR ifl^UlEr^tL^tlBlfeLfc V Ki-^ cDNA t^hitflsiO CH 

^^;^^^Mt^6t>(50T-t,J:V^;a^ IgG IgG IgGU IgG2. IgG3, 

IgG4 ^cD-fiNy^n^i;>^(7) C ffi^^^if ^LV^, 

(9) t:Mt;feT:ft:(DfeL#^ VH 09 CDR ia^js-^ 5, 6 ^xx:^ i ie«(OT^y^ia^ij^fc 
\^W3m^ 11. 12 *5j:tJ? 13 iB«(^T^y^ia^ij^-^t?±IS(8)fEmcot:HbSifls, 

(10) l::Mt:Stfls<^ VL CO CDR E^J^-i- 8. 9 ii^J:!/ 10 ^m,(OT^J^W^\\^fz.\% 
Wmm^ 14. 15 ioJzD? 16 lB«(OT^y^ia^J^-&tf ±.iB(8)ia^ObMI::fei:fro 

(11) l:hS:^^^jJi:fls::iS^ fch VEGF S^fls Flt-1 

ttflcco VH ^XXf- VL fcbtt<*:cD CH *3J:rJ« CL JifB(8)|B«<7)thM 

(12) VH joJ:i^ VL (30r5:yggE^IJ^5, ^J^vi--^7V^^ KM1732(FERM BP-5698) 
^fzX^'^/^xi^^jfV^^ KM1750(FERM BP-5700)^>fj]lJ^tLS^y>5rn^:^/Wgt^^ 

7 



wo 99/60025 



PCT/JP99/02661 



(13) vH (DT^ymMmmmm^^ se ^^^ct^ ss \^mm^t\^t:ir^ymmmx*h^. 

(14) VL COT^/^E^J;^Sia^J#-^ 87 89 i^lB«§tb/::T^y^ga?IJt^^fcS. ± 

IB (1 1) mm<D}im^?^9mi^o 

(15) vH <^r^/igga?rj;dSici^j#-^ 86 faftcDT^y^id^j^-^^, vl or5:yi6ia 
^j^dsga^js-^ 87 (DT^ymm^i^-^n^m (id iB«(©tFM^>«^tit#:c 

(16) vH cor^y»Bfi?ij;d5E^ij#-^ 88 mmcor^ymmn^^^. vl cot^/s^e 

(17) VEGF S^ft: Flt-1 J2:#SWl-^;£^'5t:hM^;^^6t^^s^ KM2532 *5j:tJ« 
KM2550 d^f>3l«n6±iB (1 1) iattC9thS^7«^tiT:ft:o 

(18) _bfB(ll)-(l7)^DV^Ttb>el^lo^;::|S«<3Dt:^ VEGF §:mt^ Flt-i t^iWSS^Jic 

KiS^-Sth^^T^^Kft^^^^^-K-r^ DNA, 

(19) _fcfB(18)|B*lc<^ DNA ^^:/-r'i>.;^'fe^jj/h'^^^— PKANTEX93 ,>^^^rt"'5m 

(20) _hiB (1 9) mm(7)mMK.-<^^-^m±mm\^mAi.xnhn^Mw^i^t^o 

(21) _h|B (20) IS«(7)?f^Stel^ft:^i#itil{Cj#«L. Jg^ij^t^' {-_h|E (1 1 ) - (17) IE 

(22) i:hM CDR ^mi^i^^^^h VEGF Flt-1 KWmm^R^^'ir^'^y^u-- 
^/U^itiO) H ^*5J:t/ Lm<OV CDR ^T, l^htn:f$:<7) H ^:|3J:t/ L ®C9 C fl:^ 
^3j:t^ V ««:7W-i^!7-^«*St;d^^:fe^SLft:-CfeS±IB(8)|S«6(^t:hM CDR # 

{2S)\lhm CDR ^imK^(D VH CO CDR ia?«#^ 5, 6 -^XXI 7 ^fc:J^Ba?«#^ 
11. 12 *3j:tJ5 13 ^fcS. ±M(22)mWL<D\lhm CDR^ffijffift:, 
(24)fch^ CDR ^«gT:frc7)VL(^ CDR tK S1^J#-^ 8. 9 10 iS^CDT^yK 

iB>?U^fc(^ia^J#-^ 14, 15 ^^XJ- 16 IB«<:0T^yKia^JT-fc'5. JifE(22)IB«(Db 
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hm CDR ^mt/ii^o 

(25) CDR ^m^rcmK Emm^- 5, e ^^xf 1 mm(Dr%jmMm^ vh (d 

CDR ^LT^^. ;0^oia^J#-§- 8, 9 ^^XI 10 IBact7)T^y^iB^iJ^ VL (D CDR 
T#t?. ±M{22)tm.(D'^hm CDR ^fitfeti*, 

(26) thM CDR ^m.^^tK WM^^ 11. 12 4oJ;rJ« 13 IS«CDT^y^gfl^lJ^ VH 
CD CDR irbr-g-;^?.. ^^oiB^J^-^ 14, 15 :j3J:tJ« 16 IBgcOT^yiSBB^J^ VL CD 
CDR tl^Xtlt^. ±fE (22) laftCDfcFM CDR ^ffijffiffo 

(27) vH (7)r5:yiiE^j;$sE^j#-^ 90 lattcor^y^is^ij^^^^, vl cDr^y^E 
^J;d5ia^j#-^ 92 iB«cor5:yS!ia^ij^'g-?>, ±m (22) iE«c^fchM cdr ^ttfetflCo 

(28) VH (DT^/mMmtmnm^- 91 -^fc^^E^^im-^ 95 <Dr%jmw.m^^^. vl 
cDT^yjKE^j;a5ia^jii-^ 93. iB^js-i- 94 wtmm^^- 96 cor^i/i^iB^j^-^tf . 

±IB(22)|S«C0tha CDR#«6ii*o 

(29) t:h VEGF g^fls Flt~l \mmm^R^^^^}lVm CDR ^fflttft::dS^ KM8550, 
K1VI855U KM8552, KM8553, KM8554 KM8555 :6^b3Pt^tb'5JiiS (22)|B*& 

cOfcb^CDR^Mtnlfrc 

(30) _bfE(22) — (29)(7:)V^-rtt;^^lo^;^iB«6(^t^ VEGF S^fls Flt-1 
S/Si~6t:hM CDR ^m^W-^^—V^^ DNA, 

(31) ±fE(30)iaifecO DNA ^^>'T'^:^ir-/h--^i5^:^— pKANTEX93 ^J^^-^W-T-Sffi 

(32) JilB (31) fa«com^X.-<::^^-^^^*ffl)3aJ^^» ALT#^>;j^^JF$®tet&ft;o 

(33) ±M (32) SE«c7)jgHteife#:^i#ite(c®«L, {3:_hiB (22) ~ (29) IE 

(34) feLfls:»f>^;as^ Fab. Fab\ F(ab')2. -^*^tt»*3J:-0?i>:^/V37^Kg:£<t; Fv f)>h 
Fab J^. IgG(^t:>'i^«:^-e2*i^> H «^a51SLTV^S2ocr>^:^;^/V:7^K^$^(^_b^f|5 
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^mm(D Fab t:h VEGF Flt-i K^^^l-^Jt^^:^^^:^^^^^^^^^^^: 

Lr#6^i:;6^i?#5o ^fcj^, i^feiflsoo Fab mn^^—v^^ DNA ^mmmkm^ 

:^?^m(7y Fab'Ji. th VEGF Flt-1 }J:#S«Jic:SJ^:'r§6i#:^il7nS^::;?^ 

F(ab')2 VEGF ^^fls Flt-1 \C!W^m^RJt^'t^^{^^hVzfi^> 

— *«Stft:(^^^T> scFv fhW^ir) VH <!r-';$:co VL t^m'^fj:^y"^FV 

i^^—(}^T. p «>»i^)^ffiv^rsfeLfc, vH-p-vL ?iv>L^^ vL-p-vH 4<y-< 
zT^^K^^-To ^^mx-^m^th^ scFv VH :j3j:r>^ VL 

^mm<D-y^m^m^. vegf Flt-1 \m^^iiCR}t^ir^iffii$^^±m 

VH 4oJ:lF VL ^^^k^-s cDNA SrSi#L. -*^5tft:^m 
-<^^-^«ISLfe^. m cDNA ^^^m-<^^-{^#AL. :^J!i^. feSV^^^ 

i^::^/^>^^K^^<[::j5t(^(:eXT. dsFv VH ^^nvL ^(D^ti^niT^ 
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[Protein Engineering, 7, 697 (1994)] f^t^oX, fc^^^(Z)^ift:«|^i^ffl^J}C^-5V^T3l 

^^m<Dz^:^A-:7^h*^mt1ffim±. vegf S:^fls: Flt-i liZ.mmm^R&ir^ 

igiii!^^±m^^^^-fyvh^—^j:y) VH *5j;t)? VL ^=i-K-rs cdna ^st#b. s 
cDNA ^m^^j:mm^^^-\^»Au m^m-<i^^—^±mm. mm. fc§v^^^» 

(35) — ^Ic^Jpfc^iii^ Stflscr, VH :j3j:tJ? VL^'&tp, ±fB (34) IB«<Z>— *«tn:«s:o 

(36) -7|s:^tFt«S(^) VH :^J:t/ VL (Dr^ymmmi)K VEGF S^ft: Flt-1 

W{-KiiS-rs^>^i5^i=^— vh *5^ii« vl (DT^yEkmi^itrnzr^ymmn 

(37) —^miffii^fo VH *3J:r)5 vl cdr c^JT^y^ifi^j;^^ vegf s^flc Fit-i 
\^i^li^\^R!S^ir^^yi!:^u—^/i^^i^(D vh *3 j:rj« vl <d cdr cDr5:yi6ia^fJirl^ 

(38) — :^miffit^(D VH :jb^J:tj^ vl ^^T^y^iB^ij^^^ ^fh^^thmmm^ se ^xu 
87 x^fc^^y^n— ^/vj^fl^cT) VH ^xx^ VL (5or^y^ifl^Ji:i^DT^/ffi^ifi^J^# 
i-^. -biB(36)|B^(D-*«K:ft:. 

(39) — VH 4^ J; lO^ VL c7)r^yglia^li;^5^ gfi^lj#^88 :^Bj:{^89 Xfc-S^ 

vH *5j:t^ vL (DT^ymmmtmzT^ymmm^^ir^. ±m 

(36)sB«0-*^Jn:ffo 

(40) — *«tr[ft:<7) VH ^XX^WL (D CDR <^r^ymia^lJ;a^. la^fm^ 5, 6 ^XX3 7 
|E«<50T^/i6ia^J^ VH (O CDR ibT-a ^^ogd^iJ#-^ 8, 9 ^XXI 10 tBicOT 

5:yKia^J^ vl o cdr irbr-g-tp. ±is (a?) ^m<o~^wm^o 

(41) — *^Jfl*<7) VH *5j;t)? VL CO cdr cor^yg^ia^j;^^ ia^j#-§- u. 12 *3j:tj« 
13 fB«cor5;yS£E^«i^ vh cd cdr ^lt-^-^, ^^ok^ijs-^ i4. 15 i^xn le is 
«<^r5:yKE^j^ VL co cdr ^^br^tf. ±ffi(37)iE«(7)— Tfc^StflSo 

(42) — *^gLfls(^ VH (Drxjm^mip^'^n^^ 90 iE«(OT^/^E^j^-g-^. vl 
(or%jmmmmM^%^ 92 fa«cDr^/^gfi^jsr^?>. ±iB(37)ia«t7>— 
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(43)— *«feL^co VH (DT^/mnmmm^-^ 91 ^^^rij^ia^ys-^ 95 cor^/m 
ia^ij^^^> VL (DT^ymmm^m^m'^ 93, nmm^- 94 ^fct^ga^j*^ 96 <Dr 

(45) i^;^/v:7^KS:£ft:SLft:<^ vh :j3j:r/ vl cor^yilE^j^^^ -^tb^^tuth vegf 
S^fls Flt-i {^iltSKiJ^S/Sci-S^y^a— «:^/Vgtfls:<o VH *5j:t^ VL (J^T^y^iB 

t i^cr ^yKga^Jtr^t-s. -hia (44) mm<Di;^:^/u:7^\^^mitmi¥o 

(46) i>;!^yv>'^K^^>ft:inH*cD VH *3j:rj« vl (o cdr cor^ys^ga^j;^^, ^tu^ttt: 
h VEGF ^mt^ Fit-1 {c#S6?;}3:^jEi-s^yi5^r3— vh *5j:t^ vl cd 

CDR (Dr^/mm.^\mzT^/mmm^^^^. ±m(u)mm<Di^:^/uy^v^mi\: 

{47)iy:^/uy'^V^'^it^p^(D VH VL (Dr5:yKE^J;6^ ■^;h.'=enia^J#-^ 

86 ^XXI 87 -efe^, ±|B (45) IBicC^^^^^^/l-^^K^^^bififto 

(48) v?y^7^':7^F^:e'ftiJn:ft:c5D VH ^^J:!)^ VL coT^ymMM^^. ^tt^tT/BE^J*-^ 
88 :^6J:(J« 89 -^^^6. -htE(45)|B«COv?:?;/Vv^^K^^{[:;jT:ft:^ 

(49) v^;^/L-:7YK^^'ft:feif$:(7) VH :^^XJ VL CO CDR (7:)r ^y^ia^ij;6\ gfi^OS^ 5, 
6 ;JoJ:t>^ 7 mm,<r>r^ymmm^ VH <7) CDR <J^LT'a'^. ;a^ogB^!j#-§- 8. 9 :^^^tjs 

10 ^m<^r^ymmm^ vl CDR ,>LT-^t^. ±mm)m^coi^y^/\-y^h^^mt 

(50) i?>^7v>^^KSS>ft:$Lfls:co VH t5j:TJ? VL (D CDR cDr5;y^iE^(i;e)\ sa^dS-S- 
lu 12 *3j:t;« 13 iE«cor^;yKia?ijSr vh (d cdr tLT^^. ;^^oia^j#^ is 

16 ia«C0T3:y^BB^lJSr VL (D CDR tLT^tf, ±fB(46)IB«CD-:;^;?^/V:7^K 

VL cDr^ysiia^j;$sBa^j#-i- 92 mM<or^ymmm^'^n. -hia(46)iB« 
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-i- 96 c?^r ^/^SB^i^-^t?. ilia (46) tB*fe(Di^;:^/V':7^KS^ jbfetfl^o 

(53) Jiis (1) ^rla«^:^^/:lt^ vegf ^mt^ Fit-i {^i#S6^i^s;e^§5tfem^ 
:^j^i^(D H « V M«:^J:tJ? L ^ v CDR :^^^m\tth^r^ymmm^^t^-< 

(54) H « V fS«*5 J:t;^ L « V CDR E^JS-^ 5, 6, 7, 8, 9 j3 J;!^ 10 IE 

(55) H ^ V mm^^^u Lmv m^(D cdr mmm^ n. 12. 13, 14. 15 ^xxf 

16 fB*feor^yKia^tf^>b^titi^^?te<i^iT^y^Bfi^ij^^tj>, _bBB(53)iBttco 

(56) _biB (1) - (55) ■^^tiMz.mm^nrz,^{^^rzn-<y''9^h^^K mkti^m&yu 

^mm(Dm^t7ii^'^tinm^^y'^Fi'^. vegf Fit-i ^-mmm^^ft^ 

cDNA J^Me«Sr=^-Ki-5 cDNA ^igjg^-^, a^*|g^-^^:^-tc:i#A 

>^ve->'^^/^Jf ©feiiifeW, tr>'>5^y>^^>', t:^>^^^:^^>'6DJ:5?^^*ifeT7V;^;t2-fK. ^ 
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mm^^m 1996^ «^{b^^ft^±)].*:rci^N^KM^^y^v. >^vk^v^^^^ 

(57) ±iB(l)~(17). (22)--(29), (34) — (56)<DV^-f tb;6>lo{::fa«^tbfcj?tft: 

*yhji-<>^5^KtrfflvNT. fchvEGFS^fls: Fit-1 ^i^m^m\mm^^^ma 

(58) ±sB(I)-(17). (22)'-(29), (34) (56)^7)V^-f n;ii^lo{^:|a«^;af'eL#: 
^:^c^^-^'7"^K:|rfflv^r. VEGF Flt-1 €r^feS^6?3(e:Sft-t-S:3&-i£. 

(59) _h|B(l) — (17), (22)~(29). (34) ~ (56) (T^V^-ftL^^inof^fE^^ih^fciSt^ 

^fcifi-^y^^K^fflv^T. BT:®ttt:F VEGF ^^i^ Flt-1 ^^fe^^6^{^;^|±]'r5;^^o 

(60) _hta(l)-(17). (22)~(29). (34)~(56)c^^V^TtL;0^loictB«^^;^^fc^nLfls 
*f:l^^-<:r^K^ffiV^T, VEGF S^ft: Flt-1 ^l^^^m^mA^^Jj^i:, 

(61) J:tE(l)-(17), (22)~(29). (34) ~ (56) (7)V^TtL;^no^;Ila«:$tLfc^rLfl£ 

^fc^^-<:/^K^fflv^T. VEGF Flt-1 

(62) _h|B(l)'-(17), (22)-'(29), (34) ~ (56)(DV^Ti^;^^^loi^|Em$tb/i^^l:^ 
^f^l^i-<:/^K^fflV^T. VEGF SSft Flt-1 ^Si5Bjia^ffi}C|gii.bfcjMJI&^^feS 

(63) Jifa(l)-(17), (22)'-(29), (34)'-(56)OV^-f tt^^lot^LfB^^ttfetrtft: 
^fot^'^:7^^K^fflv>r. VEGF VEGF Flt-i t(Dm'^^m^'t^:^ 

(64) J::fB(l)-(17), (22)^(29), (34) ~ (56) CDV^Ttl.;^i^loJ^|E«Six/cSL^*: 

*fc^^^::5^^K^ffiv^r. thVEGF Flt-1 »tg^1:'|pt- 5:^5*0 

(65) Ji|a(l)-(17), (22)-(29), (34) - (56)OV^•r^^;6^lo^c:|a«^tLfct^[^^: 

(66) _L|B(1)~(17), (22)'-(29), (34)-- (56)^DV^i*i^;6ilo{^:|B«^:h.fct^:f*: 
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(67) Jit2(l)~(17). (22)~(29), (34) ~ (56) ^TtL;a^l-oir|B«^nfcST:fls: 

(68) ±m (1) (1 7) , (22) (29) , (34) — (56) <Z)V ^i*tb;&ilot^:|BK$tl./^Sfti* 

VEGF Flt-1 (Cl^Sft^i-Si^^-t^-S. ^fcJltb Flt-1 l^lM^^^ 

Slffil^^W-rSSlth VEGF SW^iS Flt-1 tbftfetflc^S jlD^Stth VEGF S^fls Flt-1 
Si:ft:»f>^<^®iigj£. *br/t^:^Si#:t^J:5t:h vegf g^fls: Flt-i C9«ltfi*3 J:!)?^* 

1. Sit: h VEGF S^^*: Flt-1 ^y^c?— ^/VStflsoKitfe 

(Dfetm^olS^ 

^t:h VEGF ^mi^ Flt"l ^y:^t^-:^/^fetft:^fNK^6fe^^c:>^^^^;^^KJ[^tLr 
t^. th VEGF S^ft: Flt-L ^^0te*ffi^^^^i.LyclP9J3afe^V^^±-^c7)|fflJ}aj!^^l^^. ^ 

f-n. M^(Dm^^^mm^m^^^ir^'^m^^h VEGF ^mi^ pit-i ^es^-sv^ 

VEGF g^ft: Flt-1 ^^^aSffi{;!l:^^i-^^J9aiLTJi. NiH3T3-Flt-l Mm 
[Oncogene, 10, 135 (1995)] ^^fotf -5^^^;0ST^-5o 

*fc. 3te^X^6?^^&%fflV^T. l:h VEGF S^ft: Flt-1 K-r-S DNA Srffit 
#L. T^yeg<7>S$(^>S*§3Mia^«®^*t'5^^ttth VEGF Flt-1 H 

VEGF ^^flc Flt-1 ^=I-Ki^S^gfeSV^^1^^7)^aS^»'Bf>^- cDNALOncogene, 
5, 519 (1990); UlSlU 0 . Sl^Sg 2P- 
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227(1995 ^ 12 n) ^^m^t^y'ti^-^-Tm^wxL.rzm^^x.^i^^-^miii 
L. ^tb$^^^»J3a^-^A^5^^^cJ:l9^t^t^fet^ vegf fu-i 
mm^mm^x-mm't^^t\cx^mmp^t.t:inmm±m^i^^h vegf fr- 

S^><7)-efettt^. V^•ftb'T?tJ:V^„ »a»i:LTf^. aiy-^^^Ubr ( Escherichia coli), 
y^'^/u:^ ':^-f^3^ ( Bacillus subtilis ) %(r>^%/:x^)yi'rm.. ^•^^/^':^S^<Z)jSiBS;$5^3J 
Tj^^tb-So W#^:UTJi> .jrlxtf v-ji ( Saccharomyces cerevisiae), l^^/ 

^viinX'^:^ -tK^-^ ( Schizosaccharomyces ^o^£)%t^^\^^i(\.^^ W^^Wl^hX^X 

::^^—(omi^x^^oYiomumtm^^f\^^. iiA^sa^LTf^, sf9. sf2i(:7T- 

Wx.^^^^v-:iiybT-::jy ( Escherichia coli) ^^^^LTfflV ^^^-^-i^^?!^^ 

pGEX (:7T/wvr ^±M) . pET v';^-7"i^ (y^^i>m:/|±®) /^^^;^5^j^^ti.'5o 

\l.m7L\1.1o;\^l/t?d>^^iriy^m\^^:)5'i^\.Vvoo. Natl. Acad. Sci. USA, 69, 
2110(1972)], >^Ph:/^;KMt(1#Bg0S 63-248394) V^i"nO:^&^ffiV^b:^^6o 

»#^^&^tLTfflV^-5m'a^^C^^, ■%^-^:^^-i!Lr. #iiX.a, YEpl3 
(ATCC37115), YEp24(ATCC37051). YCp50(ATCC37419)#;&5^V^^tb5o 

S#-s<Djjaifex.-<^>5'-(;)^A:6'ifei:LT(i. »#{cDNA^*Ai-6:&ffi-e*;h. 

^^U^ =^\^^Vxi'^\. — ^^3^^Sfe[Methods. Enzymol., 194, 182 (1990)] , >^>^aii3 
:7"^;^b&[Proc. Natl. Acad. Sci. USA, 84, 1929 (1978)] , g^Hy Agfe [ J. 
Bacteriol., 153, 163 (1983)]^, V^i*^^c^^ffi^,ffiV^bn'5o 
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3-22979 ; Cytotechnology, 33, 133 (1990)], pAGE103[J. Biochem. 101, 
1307 (1987)] W:A^m^^btl^o 

m^U. f--fM:^V3T>^7lx;^(CMV)cD lEGmmediate early) jtfe^CD::^^^ 
. SV40 fcSV^t^^>5?t3^::^^.^>'CO:/n^— ^;d5fct'f ^^tL-So ^fc. ^hCM 

jS^^fctttf s Wx.f^. ^I^i5^hn;^W— ^a^-SCCytotechnology, 3, 133 (1990)], 
il:;^/I>^Xl>i^gfe(4#M¥ 2-227075), y>K:7rc^v^3>'jfe[Proc. Natl. Acad. ScL USA, 
84, 7413 (1987)]^, V>-r*X69:^rfe^>fflV^^.^^, 

(Baculovirus expression vectors, A laboratory manual)^ t3:fEtt$:h/;'h:3&^}ilJ:oT, 

-^xxiy<^^u^-f/u:A:tm^^mm\c^mAvxM:^mmm^±m'Pi^m^^ 

mi^^MX^^^—tl.Xn^ Wx.^^. p VL1392, pVL1393, pBlueBacIII (ife(^>f 

^yr':^'])'^:^/^^:^ '^i^l^T — :^])^h^n - 1> 4 }v:^ (Autographa californica 
nuclear polyhedrosis virus) f^}£'h^^\^hif\j^a 

227075), !;7K:7miJ^i/a>'}£[Proc. Natl. Acad. Sci. USA, 84, 7413 (1987)]^^5Jlv^ 

^zxXi^^A^:^^f^m^fz<r>'h. 9&3*LfeSf9, Sf21fe5V^f^ High Five ^(Dgs^jMia 
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[Bio/Technology, 6, 47(1988)] o 

m2t&, =i—/VK;^>^y>'^^V>w<—^;^^:7^U;:^ (Molecular Cloning 2nd edition, Cold 
Spring Harbor Lab. Press) New York(1989)(j[^;T^ ^W^^ol^' — ^2M 

^-g-^iSx ;?^P^A>^:r:^=r— /W-rir^7Vh^>';^77rc^— if, 3^^ (Arg) , (Glu) , 

v^^/^CHis-tag), S-^>^^K. DNA^'g^|ieHK7«^>'. Tac JnCll, '^:^WK^i^>'. 
13, 469-474(1995)] o 

Wfx.5^«S"T?fctutf 3^^*gJ&, V ^Tt>i:v ^ (^i^ 

<?)»^W*#T. 15~40^'ei6-'96^ratf5. Jt«*JPfl4^.pHti3. 0-9. 
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tLTV^S TNM-FH «ilfi[:7r-5:>-i:^^V(Pharmmgen)if:3K] > Si900IISFM[^^:7T-i5^ 
ynS^— Xaife Technologies) tfcSi], ExCelHOO , ExCell405 [V^TH%JRH 
::e-f--r^i^i^— XORH Biosciences) ttM] ^T^m^ ^^tU-5o 25— 30*t:-C 1 

VEGF Flt-1 CO^Sfe5V^^^§{55>B5^>i'^^(D^^foSV^f^Sl!^^aSt 

eh VEGF s^fls Fit-i ot^sfcsv '^nn'j^m)i%^<D^^h^\^^\^m^m a 
hxmmm^^m^f\^fz.^^\a^^mm±.m^\z.%^m^K^mu^ 

(2) i^^i^o:)^St6L^t:M*»flS(^>iSSl 
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Tv?^^^:/K,J:Lrti. i/KtT^^^^re^^^^^^hCComplete Freund's A4iuvant)^fc 

VEGF S^flc Flt-l fe§VMifchVEGF§:^#:Flt-l ^aBJ3a«^S^C^^LTV^S 
NIH3T3 iMJ!S{;:MLT(Z)SiSttl-oV>T. ®m^jSa!l^i*:^ti*r'il^^L[^^^&SffiSa 
^^(ELISA ft):^^#|^flj(1976^)], •^(7:>lfiL?S^5+^/^J^^^ffi:g.^L.fc-^!^7^ 

K-;^P^y>'^J^>^--^^^— '^/J^^^MJ— (Antibodies-A Laboratory Manual Cold Spring 
Harbor Laboratory, 1988), JL^T> T^^^P^^'v^V^-T -^tJ^^^M; ^^^^T/V^lBi-] 

;5^(BALB/c S*)#MJit*ffltet*P3-X63Ag8-Ul(P3-Ul) [Euro. J. Immunol., 6, 511 
(1976)], SP2/0-Agl4(SP~2)[Nature, 276, 269 (1978) ] . P3-X63-Ag8653(653)[J. 
Immunol., 123, 1548 (1979)], P3-X63-Ag8(X63) [Nature, 256, 495 (1975) ]t^t\ 

><^^-t>p (in vitro) xmM^mt^'wmmmj&xhn\'^\^^t>fj:^hcox^^^ rti^b 
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•^mm^^^mmi\.-xn,. ^^(om^m^(o^'^mmbv:-\%p>f\.^^b\^^ hat i# 

itfe{jE«Jtii&[RPMl-1640 j#Jfe(;iiJ^/V'^$''^>'(1.5mM) , 2-^7V;^7>^h^^y— /K5 X 10" 
^IVD.i^^n^'^-^^v'Vao iL g/ml)*3.J:t^4^B&jaifiL?t(FCS)(CSL ?±S> 10%) ^iP;^/:: 

jft] ^c:t::^aE^1^>'^>' ( 10-^M) , (1.5 X 10-^M) jo j:u^r (4 x lo- 

i#«Ji«tD-gP^^9. ^^^fe^ail^ifetcj:!^, StmMeSi^l^iSU 
{5)-^9J5^fc5V^f^^^y^^tfc^ VEGF Sl^fls Flt-1 ^ J ^rx^^ ;V^^<r>WR 

-r^y>^1t\±'yvV^^lV VEGF ^^fls Flt-i =^/^xi-'^?\^m^^m^^^^^^'^^) 
sifLth VEGF Flt-1 K^fe^v^^^i--<rco^^s^t^:e^ VEGF Flt-l 

:7^t--h^StitUX^ z:iit<!is^^;t)p^;5, 
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^m^^^':fW—^W(DMr{^mtl.Xl:^. KM1732(FERM BP- 

5698), KM1748(FERM BP-5699) *d J:t;^ KM1750(FERM BP-5700) ^^fetf ^t^-So 

J:i9. VEGF (D\:h VEGF §:^fls: Flt-1 ^(D^'^mmm^^m'^'t^^I.t^^X^^. 

m:^m^m^^^^t\^J:^. t:^vEGF|l.»?&ttcoii5v^w>^yK-•^<;o>^:^/y-->^:r 

(6) ^/>5^n-^/W$i#:(Oi8SS 

^ VEGF s^flc Flt-1 t•/l^feL#:j^^i^^>r::5^y K— s^j^waa 2 x 10^—5 x io« 

Mia/ Ec^^MiErti;::ait-r^o 10-21 Bm-v^^-fz/w—^i^mTt^m^t-r^om^^ 

J:5M*T. ;^:^y^i-^^^^^> DEAE- i^^i^ra— x::^;^^^. y^n-r-f i^A- ;^^i^fo-5V^ 
^^ir/^'^:7r^:/GSL2000(:^^^:^^X||^±i^)c7)::^7^i^;^^^^fflV^T> IgG fe-5V^^i 
IgM iiti:9'^lH]iKL. ^/vfetfls^t^'So 

jjii^<D^':^^^^:^tn, ^y:^P%<Dr^y^^'r<D:Ltx. ^^:^XVX^ igcu igG2a, 

IgG2b. IgG3. ^VXVX. IgGU IgG2, IgG3, IgG4 m^\fht\.^o 
-^^^ IgGUIgG2a *3J:tJ«i:h igGl «^2|s«&#tt*Wlia^S?514 (J^T. 

CDC mm'^iixj^^w^^^^^mmmmmm&.-r. adcc t^m^^i.. 
(1) \::H\:mw^%^m-<^^-<Dm^ 
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mm^^^^-l^^hlffit^^D CH :^^X^ CL ^^-Ki'^ste^^-^tt^^;h.#Ai"^::^ 

^ti. cDNA ^fflV^^^^:fcT*^5o »#Jffl!afflai§a-<^:?-i:Lrfi. thfeti*: c ^46 

^Sj^f^^ pAGE107[Cyto technology, 3, 133 (1990) ]^pAGE103[J. Biochem.. 101, 
1307 (1987)], pHSG274[Gene, 27, 223 (1984)] , pKCR[Proc. Natl. Acad. Sci, USA, 
78, 1527 (1981)1, pSGl & d2-4[Cytotechnology, 4, 173 (1990) ] P>tbSo 

mmmmmmm^^^-\^m\^^^:^^^-i^—t=^>'y-^>-^—ti.xn. sv4o (o^m 

Zfr^^^^^t^ly^^l^-^-^l], Biochem., 101, 1307 (1987)^ , ^r^:=^-'^^:^&sk^ 
^^/V':^COhTR rT'n^—^—ir^WN^^f— [Biochem. Biophys. Res. Comun., 149, 
960 (1987)], ^Xn^m^^^':f])>Hm(Dy'^^—^—LCe{l 41, 479 (1985)]^ni>^ 
[Cell, 33, 717 (1983)] btv^o 

Yit^^%^m^^^-'(D')jt^t^-tX^\i^U^ Immunol. Methods, 167, 271 (1994)]o 

(2) WJ.^(oWim(DijiW'<r> VH UtoiiU vl k-T-S cDNA 

tb£J^^(7)i!j«jooSL^*, m^\^. ^^:^gLt:f VEGF Flt-i ^/^n— ^/v-Jft 

flccD VH i3J:U? VL «r=i-Ki-S cDNA t^JeAT<Dj:5{-LTSt#-rSo 

Stth VEGF Flt-1 ^y^t^-^/VlTLff^M^t'SWJia, «ll^«> -^i^y^fch 

VEGF a^ft: Flt-1 tn[ft:^±^N>r:/yK— ^^J:i9 mRNA ^tttBU, cDNA ^^J^i" 
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60 ^^Lfd cDNA :i^fc6VM±v^^:^^K/^^^C0-<>^:^— JC^f Ab. cDNA ^-T 

y'yV—^i'pmir^o m^^y'yV—J:y). ^hi^^(Dmm<7)1ffti^, m^\^. ^^:^^^(r> 
c mMLWy^-^^^^l^ V ^«gl$^i^^>^P-:/^LTfflv^, VH ^^-Vir^ cDNA 
•r5iaift;^:7r— i^^5v>fimift;t:5^^:=<5:K, VL tr:=3— K-r-5 cDNA ^^-T^ 

\mM^y^'7:^^YAi<D S tt-Stiiflsrco VH 43 J:t)5 VL co^ilLSE^JSrSt^L. 4tS 
ia^ij J:«? VH *3 j:t;? vl cc»^T^>/g!BB^J^*ei^^5o 
(3) t:hM^^^tiift:5ga.-<i!!'^5?-<D«^ 

't^^MB'^oy^Ml^. ^V\^9V(Dmm<r>^W^(D vh *3J:t^ vl ^=3— Ki^S cDNA 

mffi^i?^^— f^DthtftflccT) CH *3J:r;? cl ^^—V'^^m.^^<D±M\^^ht^x:^}sb\zY 
]^^(DW}^(r>tjit^(D vH.:^J:r;5 vl ^=3— K-f'S cDna ^^i;^—:=^>'i^^-r^rci^(Dm 

m^^^—Vir^ cDNA ^Tt2i-3z!!-<§'g'^ DNA ^^i.xmA't^^itK^:^). 
^p^^K:f^^5i.-<^^-^M3ti-^^<!r^5-e^^. DNA ^^h)^^(Dm^(D^t^ 

5t><^T*fei9. mmcmm^mmmmmiL^^ir^^oi^ dna ^^a^ffiv^TM}g-r 

So 

y^i^:^/V*4Z^^Uy^HSeq\ieiices of Proteins of Immunological Interest), US Dept. 
Health and Human Services,(1991); JgAT^ i^— j:^"^- rrn-r-^fi/X- 
^J^yti^/;^77l.. <Y^^l^;^h^ia-rc Ic-^LT* CDR r^/ifeid^J(CDR BB^J)f*. 
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(5) \lhm CDR ^mtfli^CO V Ki"^ cDNA cD«^ 

thM CDR ^mtfZ{^(D VH :^XX^ VL K^r^ cDNA {^J^JLT^T) J:5{-LTSj# 

*-r. ^6?J^^t:^Je^^<^tb^cDSl:ft:(^ VM«cO CDR ^#ffi^6?ti«!)(7)th^#:oo V 
FR (T^r^yjKBB^Utr VH, VL ^tt^tT.{^oV>r3l4Rt-So bbgtflEO V M« 

(30 FR (DT^/mmmtLxi^, t:h&t#:s*cr> V ^g*s<<z) FR (DT^/mmmxhivm^ 

Protein Data Bank {iIl&^$t^TV^St:^^r^:fls:<;r) y Sj^c^ FR (DTXymS. 

CDR ^mi^^^Mmir^f::.^^^. n^(D\lhSl^(OW}m(Dt7i^(D V 

V^c ^*^L/cit:hSt*c^ V FR COT^/S^ia^jSr^i— K-f-^ DNA MmtM 

^(D}lh^^(DW)^(Dtfli^(D V ^^(Z) CDR (DT^ymmM^^^^—}^^^ DNA jE^J^ 
3ajg$-a:T. VH. VL ^n^^tT.(7)r^y^ia^ii:|r:=i-Kt-5 DNA la^j^i^tn-^o 

CDR ^«iaft:^^f^^iie^^«^-r^7tft6jci^n-Lfc DNA M^n^n^f-mM. 

^ DNA id^U^:^^^— ^^J:5^-#ffi^cov^rm*(^^^ dna ^ii:tfL. ^n^^m 

V^T5Ky7^^--if -^rc^^^-yr^v^a^^CPolymerase Chain Reaction ; Jl^T. PCR ^fB 

't^)^ft5o PCR -C(^RiC^^*5J:r)?^j^BTffi/^ dna (vM^y^^h^mi^-^^'^'^x, » 

■^v<n, 6*co^^ DNA ^mn-r^o Km^ik. mmm}i^m^t^-<i:^^-{:if':f^^ 
-:=^:^ru ^(o&mmn^^mi.. m^(D\ihm cdr ^miffii^(o^m<D v 

T^yilE^j^::i-Ki-5 cDNA ^^t^:>^^:^^h^^m%^^o ^fc. 100 mmx^^^ 

mm^^^tx. @ wcobbM CDR ^«gLft:<?)«-^o v mm(Dr^ymmm^=^ 

-Kf S cDNA ^«|g-r-5;^t^^^So 

(6) thM CDR ^iitjL#:cc» V «i*E(7)r 5:yj®ia?U<3:)afciE 

th^ CDR ^teStff}^ e&5(7)th^i51^(;QSjife(7)tlt#^ V CDR CO^^thft 

v««(7) FR rate, mm^^mi.tcfmx\t., ^(Dfsm^t>t<r>\ih^^(Dmm(D 
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ta:*0^j4{-i:b-<T{g;TLTL^5ri:;a5^^t^TV^^ [BIO/TECHNOLOGY, 9, 266 

(1991) '].^:zx-\zhifi{^(o V mm(D FR (DT^ymEmco^h. mm^mtcD^^-^i^ 

^fflv^TmrlE2(5)^^la«co pgr 4rtT5r^icJ:t9j^j^Tt5o pgr ^coiifHef;^^ 

^tz. m^^m^(or^ymm^^i(^sc^x^mt^ 20—35 

4^-^m\^^fz. PGR '^^^A?i}>::J:t3fT5^t;^^T^^^o Mri^ma^. ^W\^(n>r^J 
mB.^^^—Y^^ DNA iB^J^-g-ti^ 20—35 "^mt^hf^^^iyy^^m-zr'y^^—'BLa 

cDNA ^^ip:7^^;^^K^»M^LT 2 ^Pgc;) PGR ^ff 5o g^liSf'S^/r^S^^^-^^ 

(7) tNMCDR ^<!S*i:ft:^Ji.-<>5r^^co«^ 

HttlB2 (l)(?5tMkin:fls|Saffl^^^--(5^t:hStff<^ CH StJ^ GL ^=i—V^^mBl^ 
<D±m\^. a^lB2(5);^ei:•a?2(6)-T?St#L;?ht^S GDR ^ffiStflcco vh RV^ vl :Srn 
-Ki'S cDNA ^WAU ^hm GDR #«*R:fls:^m-<^^-^«ISi~'5^^^Sr*#5o 
mx.\t. thS GDR ^ttESC^oC) VH RX:^ VL cor5;ySia^Jtr33— K-TS cDNA ^« 

mir^ti}b(D PGR (7>K(r 5'*iffi:^j:t;t a'^iffio^^ dna <D^m\m^^mmm 
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(8) \^H[:tfci^(D—m\^ ih'7>'i^^i^h)mm.^-^xim^wm 
mm^^^-.^^nmm2i7) (D\ihm cdr ^mmi^mm^^^-h^\^^\±^nh 

(D^^^^^--^ COS-7 mm (ATCC CRL1651) J^ligALTtMbJ^ft^tJO— i^tt^^ 
[Methods in Nucleic Acids Res., CRC Press, pp283 (1991)] ^frV^^ ^cO^Stt^SO^ 

COS-7 «aiia-^0«S.-<^^— O^AfetLTJi. DEAE-'7='^>^h^>'fe[Methods in 
Nucleic Acids Res., CRC Press, pp283 (1991)] ^ y;^<>^3i^^/3i/S[Proc. Natl. Acad. 
Sci. USA, 84, 7413 (1987) ]^^Sfctf^tt5o 

ay£a(ELlSA ^)#fe:J:«9»J^-r'5^i:^5-c^So 

HUHB2 (3) (D}ihm^?^yiffLi^mm.^^^—:^xx:^mm2 (7)<D\ihm cdr ^aet^^ 

257891; Cytotechnology, 3, 133 (1990) ] ^^^fetf^tl'-So 

SP2/0-Agl4 *fflte(ATCC CRL1581 ) . P3X63-Ag8.653 ^SQ IS ( ATCC 

CRL1580), >?tKn^^31^^^it^5^(i^T. DHFR iti^^tm^^)^^XmL.tc. 
CHO im m L Proc. Natl. Acad. Sci. USA, 77, 4216 ( 1980 )], ^ -/ h 
YB2/3HL.P2.G11.16Ag.20 «Bj|&(ATCC CRL1662, J^T^ YB2/0 iBJiai:*r>-r)^^5fc 

^^^--(omAm. ^H\:i7ii^^^m^±m^^mwmisi:m\^. ^mw- 2-257391 

{^iM^^ttrv^SzS-ftjrt^v^, G418 *3J:tJ^ fcs ^-^tf rpmii640 i#*}3:J:*9M*R 
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xmm^^o ^f-, nm^^wn. 2-257891 \m^^tix\^^^:^mi^'^\^'^. 

S^^Sj(SDS-PAGE) [Nature, 227. 680(1 970) ]^'>^>^^>':/prs/7'>rV:^ffi(r>' 

3. m*x.iL#:<^f^«:;&ffi (II) 

(DfeifrSr^f- Fab. Fab'*3j:tJ5 F(ab02'Z)f^Sli^fe 

•^fc^^. mtjl^h VEGF ^mi$^ Pii-l fetft^^^ Fab, Fab'fe-5V^^1 F(ab% if^H-^^— K 
^}^J:^9^m^-lir. Fab. Fab'fe5V^J^ F(ab02 ^^jt-TSr^^a^-^^^So 

nm^mm^^m^^^^xn^\ mm-r^^zt^^x^^o mmi^t- Fab. Fab':ioj:tj? 

F(ah%(D^^AU. 3j?yr:^^y/^r^K^yl^Sm;^I!j(SDS-PAGE) [Nature, 227, 680 
(1970) ] ^^=r.:^^:y':fu^yT^>^W: (T>-^^y=^-f X-T -^^K^hy — -^^zlT/U m 

i2*)^-ea'j^t-§c 

)»]KLf:i Fab, Fab'*5j:t)? F(ab')2 ^^Si^?t^> 4fc. Fab. Fab'*5J:tJ5 F(ab02 (D 
VEGF S^ft: Flt-l tiri^l'-rSJ^'g^tgtt©!!^}^ gtflEl (5) t::|B«co:S^}£/^^{^J:t9aa 

(2)*tl:hVEGF^^fls: Flt-l -*®$Lft:cDf^$!^^ 
MIB2(2).2(5)joj:t;^2(6)i:i|Bife(^>bh£t^(3Dilli^cDjK^^ CDR 
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ffiiftfliCD VH ^XX^VL K-r^ cDNA ^"*^jytfr^3l,^-<^^— J^l^f A-T^ 

tVXm:hU^(Om^(Ot7i{^h^\^-'\^^hM CDR ^m^t^(D VH VL 

M^y^s pAGElO? [Cytotechnology, 3, 133 (1990)] , pAGElOS [J. Biochem., 101, 
1307 (1987)] , PHSG274 [Gene, 27, 223 (1984)] , pKCR[Proc. Natl. Acad. Sci. 
USA., 78, 1527 (1981)], pSGl jS d2-4 [Cytotechnology, 4, 173 (1990)] ^jd^^tf ^ 

K-r^ cDNA ^%mm-<^^—\mK^^::Lhx—^m^w>^nmm^^^m^'^s ^ 

al*^^tVfc^3Eiffi-<^^-i:i. VH-P-VL fcSV^^^ VL-P-VH(P \^-<:f^V^r^ 

;^7— *^feL#:^^— Ki"^ cDNA ^3ie3?fe:/n^— , :^3J:t/i^^^ic:J^; 
cDNA ^5}fA^tLfc-*«S[ft:^m-<^^-^«^-f^;^^:d5T^^^o 

--*:06L^^^==^-~Kt~'5 cDNA VH — F^-S cDNA t VL — F^t^-S cDNA 

VH *5j;t/ VL (Dum^<Di^^\z.n\^x95m\^t^\^-^^b\^mmi\:.^^^ti)^^ m 

^f^Pantoliano ^t^J:l97j^$n7ci^<^ [Biochemistry, 30, 10U7 (1991) jfe-SV^t^^tt 

(3)feit:b VEGF ^^flE Flt-1 ''J:^7Vy^\^^mm.W'(0^^1jm 
't^::^A^y^Y^'^i\:^m^.\^V)^^(DWim<o^W^<D vh *5i:-c)? vl ^=3— KfS 

cDNA CDR ^ffiJiflECO VH doJ:tJ« VL ^r^^Ki-^ cDNA (D^fh^fl 
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nhtiti^^ VH joj:tj?«c^ VL Ki-'5 cDNA 

«affl^:?^t5^-^bTf^3fe^ VH 43j:t^ar|E VL ^=1— K-r5 cDNA ^jai^^^ST' 

^St>(D'^fcm^. v^;0^/^6^><55'T^^^v^-s^<t^s-e#s, pAgeio? 

[Cytotechnology, 3, 133 (1990)] ^ pAGElOS [J. Biochem., 101, 1307 (1987)], 
PHSG274 [Gene, 27, 223 (1984)] , pKCR[Proc. Natl. Acad. Sci. USA, 78, 1527 
(1981) ],pSGl ^ d2-4 [Cytotechnology, 4, 173 (1990) l^f)^:hlfhtl^o 

"^^1$^ — ^^V^hn/Jflx— v-a^x^iC^lf Bgip 2-257891; Cytotechnology, 3, 133 
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^\.fz.(D%. fi^tt^Wi'S«5fe--^*<SI# [refolding »fp. Molecular Immunology, 

32, 249 (l995)]|c:J:i9i?;^/w:7.<KJg^^?f^^^^fcfI, ftmr::7^^7"-^— 

'^Kt*^ Z^rrSfcC Anticancer Research, 11, 2003 (1991); Nature Medicine, 3, 350 

(1996)] lB«<D:^&^{ens oTf^^-rs^i^^s-etSo 

JC^'^^-^fcSll^tt^^fciJ^Bil'^-^^^^Kf^. jfiCittEProc. Natl. Acad. Sci. USA, 93, 
974 (1996); Proc. Natl. Acad. Sci. USA, 93, 7826 (1996)]|B«<^:6"?fe*J-1*orfP 
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:/^Kt^> ^ttCScience, 261, 212 (1993)]fEiti^;^b'?fe^f;it^orf^Mt~^w,>^5'e^ 

So 

^:7°^Kfi, iCIffiC Antibody Immunocoqjugates and Radiopharmaceuticals, 3, 60 
(1990); Anticancer Research, U, 2003 0.99l)2^Wt(^:^&^\C%^XiP9i-T^:it7fi 

±3^LfcJtVEGF§:Sft:Flt-i6L#:. ^fh^k^^^hoym-^^i^. 

Sl!-a--^::^^K»i, thVEGF^^i^CFlt-ltlfe-g'L, ADCC, CDC^(Dmi^(r>^y=cifi' 

iSiuiSimm^^i:mAt\.x\t.. ^m. i^r^vzfm. ^T-ir/i-^, wm. mm. 

32 



wo 99/60025 



PCT/JP99/02661 



&ft:^Lra#:«}c}m». 'f')^'y^mmm^^^^^o it^w-'^fzxx-^^^Y^^ 

So 

VEGFCOFlt-l-^COJS'g^SrPl^t'So -t-^fc^-ib. Flt-1 g By^-^^b^fflSL. VEGFfiSc 
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^mm^^:»m:^. Y^-trhn^iR^LTii. «ft:ftm4*fflteB^ei4 (CDC 

CD C Stt. ADCC Sftt, fetMSIIiifi. :SCSfc[Cancer Immunology 
Immunotherapy, 36, 373 (1993), Cancer Research, 54, 1511 (1994)]|Bft<D:S'j£^i3: 

6. W:i^<Dmm:^m (ID 

th VEGF Flt-1 ^fdJ^fch VEGF FIt-1 

Flt-1 ^^)ffi^^6^je:^tffi*5J:t>'^»i"S*?ii. vegf vegf ^^ft: Flt-i t 
(Dm^mm^^:^^^^n^h VEGF Flt-1 mm^^^nir^:^^:. ikWrt 

*^^cO^^:#:^7t^^-<:/^K^ffi^/^T. VEGF g^ft: Flt-U VEGF ^Wfr 
Flt-1 ^M^®i-^SLfc»j3a^fcJ^pT^#thVEGF §:^ft:FIt-l ^^^^m^ 

fe^(ABC CSA :^mitm^. -Liai^faLfc^ 

*^feaasi:^&^ i^^-hv^y^ ELisA fe[*^p->'SLft:^»'v:=lzLT/I-(iii$^±1^-f^ 

>'y'^:7>ciy^, 1987 ^) . Mi^^b^^^g^^ffi5 ^.^^tft^W^jfeCSmfl^^^l^ A. 
1986 ^) ] *^;$sfetf 

SiC^-^^ •>ry'^::a-^>'r h (FITC) :^£t^<D^^mW^'7^^l^L^ 
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(omWi&. mmmm±m. mn. m*. mmt^tiz^ :^mmcomt^-Mf:Li^-<y' 

eh VEGF <^i:h vegf ^mi^ Flt~i ii^^^fe-^-copi^^gt^ji, ±imH^^S^ 
1991 ^)]^cr);^ffij;!:pcr. :*:m^c:Ofe^^$:^ffiV^;^c VEGF-VEGF Si^fls Flt-1 M 

VEGF Flt-1 ^aMfeSV^f^masi-S^Lfc: VEGF v-a^ 

;^i>i/^-/^^^a'J^i-5*?iT-fcSc ^ScltffiftM^trMf^Uf^ VEGF ^PlB^tei*^ 
Wco^ft:^fcif^-^7?^^K:|rRj£^^^^^^\ Sc^li^^S^^^liibTt VEGF ^5 Flt- 

^scm^b^^i^gfi^ If »e*t*iBi!aij;^ (^M^b^i^ A. 1986 m ] ^(3o:*& 
icsfurr. ^^*:^fc^^^>^^Kt^fflv^fc, vegf-vegf ^mi^ Fit-i (;o i E.v>mit 

-r:^t>^s Flt-1 SrlS^L.TV^;5iBflafeSV^^lmSii- VEGF ^K^S^-^. VEGF :d5?g 
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f^h!^^mmir^:^m'ch^^ VEGF tm^i^:^mm(Dm{^'^r:Ln^y'^v^^}t^^^ 
^:Ltx\ VEGF :^>^^^^^ticxy)xcm^th^ Fit-1 (DgBv^'mit^m'^^^^^i^ 

VEGF (Dmmfsm^. vegf i^w^f^skw^^&ms^comm. m^. ^xx^^^r 
-^m^^^im^it^mmmmio ikw(f^s:t^mm) mmt^mA. 1991 

VEGF ij^w^tiiikw^&mm^mmM^t}'^^ ^'S\^&mm^ vegf 

*S^fcSo VEGF i:l^^^^:*^eq<^SLft:^^h^^-<:7^^KS^Ki^^^^i^-5Ci:-e. VEGF 

VEGF *fe#W?'^ifiLWf^^^fla(7)]g:^t^;!g^it^, ifillf l^;S«ffliai3: VEGF ^S/C^^^. 

VEGF^5^'g^t^^:i^-ejt5it^5ikWrt>S*ffl^o]e^{Ei®f&'f4^^ 

VEGF i^j^Kiycm't^ikm\^^m^(Dm^wM&i^^mwir^^ 

VEGF ^^#«J:^^JfiLWl^^aJfe(5^^^->^>^^^g^^^^i. ikW^^^MJ- VEGF 

sjs^-^. VEGF :^m^^^^t'x:xLm'r^ikW[fs&mm(D^^-zfmm^ 

(Dttth VEGF S^fr Flt-l fetfls^^vNyh^sSiJjaSfefe 

VEGF s^flE Flt-l ^*ffljia«® (e:5imu/cjiwfla^iB«t~So ^mmm^ 

*Wia^fefflM«?S(l%BSA ,0.02%EDTA . 0.05%ri^ft:'^ W^^^tf PBS )*af 

t-!SSU ixio^'-'2xi 0«fiT'O[;i5J'ai-5, l(4)T»btb/cStt:h vegf^#^$: 
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Flt-1 'ey^ri-^/u^t^m^y^^':fW-'^(Dmm±mh^\^^i^2(9)x^^^^ 

h VEGF Flt-1 }ihimi^&±mmmmw<Dmm±m. ^r^\±i(6)^ 2(9)^^ 

O^Sr 20-500 /i I -fo^)-?^!^. 7K?&T-C30 ^^^SiC^iirSo l(4)-t?#t3nfcgLfch 
VEGF g^fls Flt-1 ^y^n— '^/V'ttflcjS^v'^-f :/yK— ^co^^_h?f fo5V^fi2(9) 

-e»^>ti.yhfeith VEGF Fit-i tHbetflsM^tjf^a^tefttsfecojt^i^, ^/cja 

1(6), 2(9)fe§V^^i:3 (4) T*#e.n:^c:3»«feift:^^K^&^-yrfc;^'^. ^fejS^JSaSfefeffilg 

^o.i-'5o A s/mm&(Dmm'r^^n^mmmk^mmmm^^f)-^m n i-ro5> 

(2)^^j:^^>"y^n^j/HiJ^J:^t:h VEGF ^^fls Flt-1 COltffi 
fch VEGF ^^fr Flt-1 ^^SLTV^^^fflJga. VEGF g^ffs: Flt-1 

N IH3T3 M (NIH3T3-Flt-1 tl^f) s ^^XJ^l^Vu--;vmm. Mx.fi* N1H3T3 ^ 
te(NIH3T3-Neo t^<-t) [Oncogene, 10, 135 (1995)] *E3^M)5fe^^i^ML, 
3l^^frTTl^-->^fefc«9cOSeKfi:<>LT 0.1-30 g (7)^^5^^ SDS-PAGE 
\^^y>mm't^o ^m-^fifzM&W^ pvdf l^jr:F^^/::<:7r-L 1 %BSA ^^t^ 
PBS {e:SJfe 30 j^WiRm^'^^n<:;^l^^m^:^mo l(4)1?^i6nfc^^lt:^ VEGF 
S^i* Flt-1 ^y^^-'^/l.fet#:jg^y^-f ::;fyK--r(?5J#^±^tfc6v^^^2(9)^?#f^ 
fhtdSV^Y VEGF Flt-1 tML«:fls:M^?l^Stemt5N<3Dit^_h«, *fcfil(6), 
2(9)fe5V >|^3 (4) t?#btbfc)Ki*ta:ft:Sr^iC^-t^r. 0.05% TVeen Sr^tf PBS 
L. ^A-:t^i^^—^mWL\^tM'^t^y^ IgG, Jlt^j/F IgG ^fcJ^JoIth IgG ^^MT 2 
^^K/S$'^6o0.05%Tween ^Sr^t? PBS "eajf-U ECL Western blotting 
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detection reagents (Amersham ^±K). ^^fflV^T. fetth VBGF ^^t^ Flt-1 ^{^^^^ 

(3) W^h VEGF ^mt^ Flt-l ^m^^^'^m^ VEGF ^mt^ Flt-l Sft 

1(6). 2(9)fesv>{^3 (4)'^nhnrd^m^^^-^i^i^ti^xmm^^y'^-u<:^=i- 

hUKD -C^btLfcfcb VEGF S^ft: Flt-l ^fcf^bh VEGF S^j* Flt-l ^rte^O 
^^mt<Om^m&W^J:t*(Dm^^m&W 0.056-10,000ng/ml .^>U<f^tMk?t 
*^*o«^*^S«::^'^So :7^i--N^J;<i5fci^bfc^. ^^.l^:||z:0tft:tUTtf:^^>'. 

nT^'ffi VEGF S:^^*: Flt-l \cMir^K^^m^i>t\mMm^tS%. ^i^^<Dnj 

®e VEGF s^fls Flt-l mm^wm-r^o 

t:h VEGF VEGF Flt-l ^(Z>J^g'g^^|5a^■rs*^fe^;^ol'^T^^. £^Tco:*^ 

(4) fe^ft:^fflV^fc VEGF-VBGF Flt-l fe-^fi^^^ 

96 ^=c/U"T/U^:^^])—:y'lFyi^ — h(96~wel\ MultiScreen-IP Plate ; ^y:^^rtt 

m)\^;^^y-/i^^ioo fi l/'^^/VT^^^?^L.:ri--biSgp(7)PVDF^^«7*c>fbi-5o 

TkX-mi^Wi.PBS ^0,1-10 g/ml(7)gSiC^|RL/ct:hVEGF^^#:Fit--l 
J^thVEGF SS^* Flt-l H4(^MaH^COll;^®&®/^^^Offil^XlieK^, 50 

(BSA) ^-g-tj^PBS ^100//!/ ^>3i7V;bP^. ^^U-eiB#ffl^jS$itraoTV>^ffitt 
*^:/Pvy^-t-5^ PBS mflSl (4) Xni^thfdffi^h VEGF Flt-l ^ 

/^n-^/V{/tfls:B>fc^N>f :/yK— ^(7:)it^ Ji^fcSV >f^fl&|a2 (9)T#^tLf::atf 

VEGF si^ft: Flt-l \iHm»m^mwmmm(Dmm±m. ^fz,\^mmi(e\ 2(9)fe 

SV^^±3(4)-e#bt^fc^t^t^:ft:^50 ^ l/^'a./V-e^^^L. ^e.}e:,0.1-10ng/ml CD 
'^'I «a VEGF (T-rV-r^itW ^ 50 j!/ l/5^^7VJ!3Px.. ^H^e 1.5 B#KSiS^ii:'So 
0.05%tween-PBS X9c^^. 50^-e'?^/V^ffi«|^^, i^i^'^l/— :|r 20 100 
;z l/^^^/wai;!, ^^^=^M^^^^Vft llSfe VEGF (7:)»it?SffiSrh5/::/:3?7!>i/h (y< 
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^wla&5v^^m*ft^-#«i^st^vEGF s^fr Fit-i *«McDinft:^fcf^-<:r^ 

m2m :^^:^^h* PBS1732L co^^xe^^Lfc^^fc^o 

IS 3 IS ^^:^Kh* PKANTEX1732H (^3tj*X^^:^bfeIg-efe-5o 

II 4 HI >^^>^5:K PKANTEX1732 (SDjg^Xg^^LfdH-efcSo 

^ 5 EI Zf^^^^h^ PBS1750H (50^J5gX@^^L;^clS'C35'5o 

^ 6 ID ^^:^^K PBS1750L coig^xs^T^^Lfcln-e^So 

^ 7 m y^^;^^K PKANTEX1750H (7:)?^J5feXS^;^Lf:i|l|-efe5o 
B 8 m :7'^;^5:K PKANTEX1750 (7)^g^X®^^Lf^|llTfc>5o 
m 9 [1 Jt^Lfc^TLfch VEGF ^^fls Flt-1 t:hM==^;^^Kft: KM2532 :Jb^ j:T>^ 
KM2550 (D SDS~PAGEa^l5%r'7i^^^^h'^/^y^mm)(DmU^m^<^—>'^^\^^^ 
HTfe-So l^-^^ 1 2 ^^m7U^i^T'C(D KM2532, U—l^ 

3 :^m^^{^TX-(D KM2550, u—i^ 4 ^m^'f'^—:^—. i^-^- 5 ;a^#3l:^*#T 
•V<D KM2532, & t^^m7t^WTX<D KM2550 (DW^m^<^—l^^^fh^fh7T^ 

i-o 

^ 10 |g| mSLfcfeitN VEGF Flt-1 thM^;^^*!* KM2532 43j:t;^ 

KM2550 CO pT^ttth VEGF S^flC Flt-1 7N t(Dl^^^^^m\.fdmX^^o (A) ft 

M;Iffi#$^i:§oI^^4t^VEGF§:^fls:Flt~l 7Nco«*^— ^(i n ^/m\)\z. 

VEGF Flt-1 7N <t(Z>«g^?&14. ffittf^thM^7?^etft:««^'tn^tu^t'o 

A;$5KM2532, 0;«)S KM2550 <^?£tt^^ix^;^U^^o (B) ti:^^— hiClK^^^-S bT 
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:^^trii^(Dl^^ilB^^W\'^Lrz.-^^'<:^^, «ttfi nf^^tith VEGF Flt-1 7N 

t<Dm^mi^. m^n^i-'-h{c^Am^^t^^m^\^h vegf ^mt^ fr-i 7n (Dm& 

^^tl^flT^-f^o A;55 KM2532. O^^ KM2550 CDfStt^^iT^tb^-ro 

^Ul^ *»«L7hJn:t:hVEGF^^ft:Fit-l }ihm^;^9^{^Km532 ^^XJ^ 
KM2550 vegf ^fch VEGF S^fls Fit-1 (D^-g^|Ja*ffitt^^Lfc0T?fc§o 

0;&5 KM1732, D^S KM1750, 9;^^ KM2532. Mib^ KM2550 COStt^^H-^tb^t'o 
H 12 E >^^;?^^K phKM1732HV0 (Dm^JlU^TF^VtzmX-^^o 
mi3m :^^:^5:K phKM1750HV0 <7)jg^gXS^^L7t0^fcSo 
^ 14 m :7^^^^K phKMl732LV0 co}t^KXS^^L;rc0^fo-5o 
^ 15 in ::7^^:^^KphKMi750LVO(iv)c?:)3S^XS^^b/c|g-CfcSo 
M 16 gl :7'^:^3:K pKAntexi732HVo Ojgfigxs^^LfclH-efeSc 

m 17 la :r^X5:K PKANTEX1732HV0LV0 COagj^X^^^LyclglTrfeSo 

H 18 HI :7^^;^^K pKANTEX1750HV0LV0(IV)^y^^LfcElT*fe6o 
H 19 Bl :7^^:^^K pVLi393/Flt 3N co3t^X^^7j^L;^clllTfe§, 
^ 20 HI "7^^;^^K pVL1393/Flt 7N <Z)it;?eXS^7j^bfcBl"rfe§o 

21 El WSSLfc Flt-1 7N *5 Flt-1 3N (D SDS /KyT^y^L-T^lKS^^tll (5 

— 20%^^^v?:^>'f^VP^ffij^)(7)/N°^->'^^bfcIl^^ i^XV. ^^m'^—:^ — . 

Flt-1 3N, Flt-1 7N (Di^m^^^-l^^^n^^n^ir^ il7C*f4=TTSMi*»^fTO 

H 22 0 IT'U— hLfeoT^tifch VEGF S^ft: Flt-1 7N -^(D ^^^l-fcb VEGF 

VEGF ^mi^ Flt-1 7N Flt-1 3N (om^^^^M 

^23 11 tteb VEGF g^ft: Flt-1 ^yi5^n-^/WSt#:cojg^Kl^^ffi^j»^^ffi 

H 24 111 ttth VEGF S^fls Flt-1 ^7^5^13— {21 VEGF ^rt:^ VEGF 
S^fls Flt-1 (Ojg^|JB.»Stt^«|f*Lfcife^:&^-r„ 
^25 111 tifch VEGF Flt-1 ^y^J^n-^/V^t^* KM1732. KM174S joJ:!/ 
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KM1750 {CX^}lh VEGF t^h VEGF ^mi^ Flt-1 CO«g^|JaS=fgtt^-^f^Lfc*S:S:^ 

tLtlh VEGF ^^f^ Flt-1 ^y^n— :^7Ut^:fr KM1732, KM1748 jb^JciD^ 
KM1750 {^ctSth VEGF ^th VEGF S^fls FIt-1 ^m»J3S<D^^|3aS?&i4^^f^ 

H 27 0 SnCth VEGF S^f*: Flt-1 ^/irn-'^/V^^ KM1730, KM173U 
KM1732, KM1748 *3j:t/ KM1750 COtlh VEGF ^^^^ Flt-1 ^^mMH^ NIH3T3- 
Flt-1 :^J:U^=t^^hn— 7L-|pjia NIH3T3-Neo 3mje^c?5KJCti4r:7n— f-^TM— ^^'^ J- 

0 Jtl^h VEGF S^f*: Flt-1 ^/^J'n— ^/^gtft; KM1737 VEGF 
fls Flt-1 h(DKm^'^^=^:^^>'':f'^^y'rr^^\^^^m^ w-^- 1 

NIH3T3-Flt-1 fflSa. ^'->^2 J^, NIH3T3-Neo mM(0^=^:^^>:f'^y'r^l^^ 

H 29 HI ^fch VEGF ^mi^ Flt-1 ^y^^n— KM1732 :}3 jCtJ^tr::^-^^^^!:: 
KM1730 ^fflV^rnTM4tib VEGF Flt-1 3N :^ J:t;5 pLT-l 7N (D^Mm^ik 

H 30 H fetth VEGF gWfl^ Flt-1 ^/^tz— KM1732. KM1750, :^^J:r/trL 
th VEGF Si^Pf Flt-1 t:^M=^y^t^L#: KM2532, KM2550 CO, WM^t^b VEGF 
*:^J:t/^coM^i*:-efe6 Flt-1 7N. Flt-l 3N. Flt-l 2N, Flt-1 7N.K2 KDR 

^ 31 H feith VEGF g^fr Flt-1 thM^^r^^i/tft: KM2532, KM2550 CD^^t^trh 
VEGF S:^fls:jt5j:t/-^(7>^*^^Cl?fcS Flt-1 7N, Flt-1 3N, Flt-1 2N, Flt-1 7N.K2 

*5j:t)s KDR 7N ^DSS^fe#tt)^^^^;^;^cov^T^m:fe3^»J^^fe'x?«|f^Lfcfe*^ 

^ 32 IS ^^ttth VEGF ^^«s:co#a^^ft:o«^0^^-ro 
^ 33 Bl :f^:^^h^ phKM1750LV0 (\)<Dm^J:U^^Vtim'Vi>^a 
» 34 m :7"^;^^:K pKANTEX1750HV0LV0 (I)cOaSj^XS^:^Lf;i0'T?fc5o 
^ 35 ^ :/'^;^5:K phKM1750HV3 COag^XS^^Lfcgl-efe^o 
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B 36 HI y'^v^^K phKM1750LV4 0?tj5reXS^^LfcElT*fc5o 

^ 37 Bl :/^>^^K PKANTEX1750HV3LV0 (DcOig^gX^^Tj^bf^Hl-Cfe'So 

B 38 m TT^-^^^^KpKANTEXnSOHVSLVO (IV)CQit^XS^:^LfcIl|-e$)^o 

H 39 El :y^^;^^K PKANTEX1750HV0LV4 <JDit^feX5^^^L7t|lir*fe5o 

H 40 [1 >^^;?«:^K PKANTEX1750HV3LV4 cOag^Xg^^LfcHTfeSo 

m 41 1^ Stth VEGF SSft: Flt-1 fc^M=3r7^^^^fls KM2550 *5 JzU^fchM CDR 

gtfls KM8550, KM8551vKM8552, KM8553^ KM8554, KM8555 (7) SDS-PAGE(4-' 

#j^7u*f4^T-ec?:)SM#:lji-'-N°^— > 10-19 -^-ct^S^iG^f+T-^c^S^?* 

^S^^^a-x'— , l^— >'2^3j:U?llt^=J:/ht2— /l^gtflc-e^S KM8969. >'3:j3j: 
m2fi KM2550, 1^— >'4*5j:t/13t^ KM8550. V— >- 5 *5j:TJ? 14 n KM855U I/— 

6 43J:-a« 15 KM8552. 1/— :x 7 *3j:tJ« 16 KM8553, U--l^S^^U 17 
KM8554, 9 :^^XJ^1 KM8555 tr^J^t^o 

I? 42 m 6tt:h VEGF g^fls Flt-1 Hhm^T^^ifli^ KM2550 *5j:t>^tbM CDR ^ffi 
tftP^ KM8550, KM855U KM8552, KM8553, KM8554, KM8555 (D^Mi^^h VEGF 

^mi^ Flt-1 7N tcDt^^m^^^^i^f-mx-^^, 

^ 43 El trCth VEGF Si^i^ Fit-1 KM2550 4^ Jct/thM CDR 

tn[#: KM8550, KM855U KM8552^ KM8553, KV[8554^ KM8555 "TS'l^th VEGF 
^mi^^nm^i^ Flt-1 7N, FIt-1 3N, Flt-1 2N, Flt-1 7N.K2. KDR 7N t(Dl^^^ 

m 44 VEGF ^^(^ Flt-1 t:hM^.^^in:ft: KM2550 J:-a^t:hM CDR 

filf^c KM8550, KM855U KM8552, KM8553, KM8554, KM8555 VEGF t\^h 

VEGF s^fls: Flt-1 (o^^mmmi^^^i^rm^h^o 

H 45 la Stth VEGF ^mi^ Flt-1 tFM=^7^^iT:ft::3^J:rJ? CDR ^ffiStfl^cr) h « pT 
iE^^Or^yKE^J^^Lfcm-CfeSo 1^4^. KM1750mouse tn. KM1750 CO H ® 
■sr^««r^yi6E^J. KM1750HVO KM1750 CD H ® PT^ffiftgF^CD CDR ^\zh 
i^y— ALT«^^tbST^/^BB^J, KM1750HV3 ^t^, KM1750HV0 <D 
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yU—M.l7—'^(DT^/mS^n^—'^ KM1750mouse (DT^/mi^&1^Lrz.T^ymMm 

S 46 0 ifi\ih VEGF S^ft: Flt-1 J:!)^ CDR #«fet#:(Z)L«W^ 

i^1gt<DT^/m^^\^m\^tz.m^:h^o KM1750mouse tn. KM1750 (O L ^ rJ 

mmWir^ym^m. KMirSOLVOCD^t^, KM1750 CO L ^ "T^^^rt*^ CDR ^th:7 
U-i^I^-^S'jeijf Abr«|^fe^;fLSr^y®E^J, KM1750LV4 KM1750LV0(1)CD 

fR47m W^h VEGF Flt-1 ^ey^n—^/vmi^ KM1732 *3,t:rJ? KM1750 CD 

VEGF »#14l^hlfiLWrt^»ia HUVEC --fiO]g^Pl^ffitt^«|f4-L/^r:^^:7-x?$>-5o 

1. ttt:^ VEGF gi^ft: Flt-1 •^!>:5^^y>5^n— '::^/Vj^^:s|s:^=i— K^TS cDNA (D^m^ 

(D^th VEGF S^fls Flt-1 ':^/utfi:ft:^KxN^::/yK— 
mRNA 

^ly'}^^Vniyz^>'^±W:(0 mRNA ^fiffi^-zh-efe-S Fast Track ^ffiV\ 
fflIJ^P>gS{^t^eor. ##^[|l-e^#^)HfcSrCfcNVEGFS^^2^ FIt~l ^^::^^y^V2--^ 

KM1732 :^J:t/ KM1750 ^m^^^^-^W—^i^fh^n FERM BP-5698, 
FERM BP-5700) X 10«^teJ:l9. ^^^^tVmRNA ^^#LyCo 

(2)ttt:h VEGF pit-i ■^!>;^^/:J^n— ^7^t^t^$>^j^y^^:/yK— ^coM^ 

cDNA y>(:f9V—<Dipm 

*jffi^JlCOl(l)l?ffij#LfrKM1732*5J:t;?KM1750COinRNA<7)#5 g ^^b. 
cDNA Synthesis Kit (:7t/^"Vv'T /^^:^-T-i5^aM)^fflV>. ^^yhiZ.mH(Dmmmm 
^JdS^oT. i^SSfr EcoR I-NotI Tr?*:?^^— ^*-f § cDNA ^-^r^Tx^n-a^^LfCo 
$SL7^c-^tt^*tb<^ cDNA (Dm 6 // g ^ 10 /X i (^^SK7kl^^*ft> r;^n— 
^Wm^X^mU igG MJitffcoS;«(£ilT> H«t«iSi--5){e:mi-'5«j l.Skbco 
cDNA m}itmm(^T. l ^tSIBi-5)};::*fJS:f i.okb cDNA m)i^^n^ 
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thm 0.1 ti g ISlIIXLTho i^^f^. -^n^ticom l.Skb CO cDNA B/fM- 0.1 fx g ^J:XJ^m 
l.Okb O cDNA Wr)f OA ^ g Lambda ZAPII Vector (Lambda ZAPII Vector ^ 
EcoRI-r-e]Wrf^> Calf Intestine Alkaline Phosphatase -C^MLtchcD iJ^h'y^i^—:^ 
1 // g^T4 ligase^«Jg(^fii§ttK)11.5 I IC^ML^. T4 DNA ligase 

(^fi^tfcK) 175 Wi^ai;tT. i2t:jc:x 24 ^ffli-f >^^^><— hb. ^^bic^MtciT 

-i^^ ^2j{g) f-il6V\ Gigapack Gold Packaging Kit C^^hy^-J—Z^^kM) ^^^1^ 

JiS) {^«eoT. Gigapack Gold Packaging Kit t^^h^i^^t?— icf* Jl(^::k:J»|i;^ 
XLl-Blue[Biotechniques, 5, 376 (1987)] (d^gfe^iirT, KM1732 *3j:t^KM1750 <D 
H m cDNA ^>l':^^y — :^ L ^ cDNA '^>C':f^V—tL.X^tl^tLm 4 X 10=»e(7> 

Om^h VEGF Flt-1 -r!>;^^/^n— ^/vgtfls:>i^^N>r:>^yK— =eO H 

:|Bj;t/ L m^^—V^^ cDNA co^n— n^v^- 
^ft^ioi (2) i:^f^«Lfc-^tu-?^ti.<7):7r— ^X2^Z=Lly^ 

{^t^^v\ ^hPf-t/L-n— _bj-@:^Lfco ^:=-bnir/Pa— ;:?;:7^/v>$? 
^^F^^^X ECL direct nucleic acid labeling and detection systems (T-^v'-^A^fc 

lEi^S)^^— Ki^^cDNA[H ^J^-v^^y^C T IcDNA O W^f-CCell, 18, 559 
(1979)], L«fiN-i>;?<;C fc cDNA<:D»;^-[Cell, 22, 197 (1980)] ^^LT-^ 
tvt»<i^'g^L;fc:7r— :^^n-i/^fe#L^^Co Lambda ZAPII Vector (:^h9^ 

pBluescriptSK(-)te:^lftL. KM1732 (O H ^^=i— Kf§ cDNA ^-^tpffiS^ 

^^^:^^F KM1732HA2 ^JiXJ^ KM1732 CD L m^^-}^ir^ cDNA Sr-^tpimSlx.^^ 
^X^K KM1732L2-U KM1750 <D H K^TS cDNA 'g-tf*ltfe;^>^^X^K 

KM1750H2-1 ^oJ:tJ« KM1750 O L Ki^S cDNA ^^t?«ajftx.:7^^>?;^K 

KM1750L3-1 ^5l#Lfco miJ^;t>^^;^^K KM1732HA2 ^^"TS^J^S XLl-Blue 
MRFVKM1732HA2 , *lJfex.:7"^X^K KM1732L2-1 tr^frS:^ KM XLl-Blue 
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MRF7KM1732L2-U ffl«|X.:r^:5^^K 1750H2-1 ^^^^^mm XLl-Blue 
MRP7KM1750H2-1 *5J:t^*l«|;^:7'^>^^K KM1750L3-1 ^^^^zkm^ XLl-Blue 
MRFVKM1750L3-1 ^^f^Zi^CJSMtftf^. ^th^fl PERM BP-6354. PERM BP- 
6352, PERM BP~6353, PERM BP-6355 tLT, ¥^10^5^ 14 0 #ltl?X|ia$p 

K-rS cDNA CQ nr^ft^e^SSiB^Jc^*:^ 

MMMKDi (3) -e^bnfd^Stth VEGP Fit-i '^i^:^^y^x2-^^/i.j^i^ 
<D H j:tJ^ L ^tr=3— K-fS cDNA CO^^^^g (Jgj^T. V W^Lhm^-t^) cOJfiS 
id^fJ^. #bnfci::^-^:^^K<^ H % ^fflV^T BigDye Terminator Cycle 
Sequencing Ready Reaction Kit {Trf^^Y ^■=^-<:^i/:^-T-AXt±^) \zM^o:>mM% 
i^l^oTSJS^s ABI (r :7°^>fK ^^^:^v-;^^AX^±M) 

U ^^Lfcio *^Lfc-^tL^^Ht^ cDNA (O^mh^m^^. KM1732 :^ j:t>^ KM1750 
CD H ^co V ^« (J^T. VH *^ctia^ L «(D V (J[^T. VL ir^fS-T^) 

<Dr5;y^ia^ii^*^Ufco KM1732 o vh. iB^(]#-^2{;i KM1732 o 

VU ia^y#^3}e: KM1750 (O VH, ia^lJ#^4jC KM1750 VL (O^fx^^fx^CDmS^ 
^J^. i2^J#-^ 86 \Z. KM1732 VH, iB^fJ#-^ 87 KM1732 (D VL, 88 
{^1 KM1750 CO VH, E^JS-i- 89 til KM1750 CO VL CD'?:tb•1e^^C0T^y^BB^lJ:^7J^i-, 
(5)feLl:l- VEGP Si^ft: Flt-1 '^l^^^^^/iJ'n— H ^^SJ:!)^ L *co CDR 
IB^JcoIrIS 

^JfiMlcDl (4)-e^^Lfc#Stt:h VEGP Si^flc pit-l -r?7;^^y^n— ^/ufti* 
(o VH VL 0T5:ya6fE'?UJ:<9^ ■^tb-^ti.co vh ^^-avi. <d cdr iB^J^gE^p 
cotn:^*:co V ®«cCor ^y^lB^ll C^-— ^Jr^-iyX- :7^t37=-^>'X- :^::/--rAynv? 

ttt;iKi-^r.^{^J:oTl^;£:LfCo iB^J#^5, %^^X3l\L KM1732 
CO VH CO CDRl, CDR2 ^^tj CDR3, ia^J#-^8, 9*3J:tJ?10}^: KM1732 CO VL CO 
CDRl, CDR2 fcJ:-0« CDR3, ga^J#-i-ll, 1243J:t;^13ic: KM1750 CO VH CO CDRl, 
CDR2 CDR3 , E^I|#-§-14, 15:ja JcU^ieir: KM1750 CO VL CO CDRl, CDR2 
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:J3 j:T^ CDR3 (D^n^H<DT^ymmn^^-to 

2. StthVEGFgr^flsFlt-l \::hm^:^9t7iP^(Dmm 

VEGF Flt-1 i;i>ti^54'fPStt^*-r56it:h VEGF FIt-1 -^^^^ 

^y^X2—i-/U^{^ KM1732 KM1750 Jtth VEGF S^ft: Flt-1 

nhM^y^y^^ KM2532 *5J:TJ« KM2550 ^^T<??J:5i::LTt[5eLfco 
(1) Stth VEGF Flt-1 bhM=ar;'?^ia:flS(3:)^m-<^i?'— pKANTEX1732 (Dm 

WO97/10354 ie:lB«<Z>tMlifeL^«affi^:^7=^i^::^-feiyh--<^^— pKANTEX *3J: 
t^llJffi«?lll(^lJl-C#^tt.fc:7'^;^^KKM1732HA2 :fcJ:r;5 KM1732L2-1 ^fflV^T^t 
VEGF ^^W^ Flt-1 l:hS=3f ;^^fei;#:CD|g3gv<^^-pKANTEX1732 ^J|^Tc^J:5 

y^^:^^K pBluescript SK(-) C^h^^v^— ^^^±M) CD 3 /x g ^ lOmM 
(pH7.5), 10mM:^{b^^^^-^v'^i^:^J:t/ ImM DTT ^^^^^/^^M^J^i^ 10 1 }:::^P^, 

^SlS^^^y— ^L-a^L. 50mMhy:^~itS?(pH7.5), lOOmM l^jtl'^Fy'^i^, lOmM 
i£Yb'^:^'4^v/^7i^, ImM DTT , 100 ^ g/ml BSA 0.01% h^-rh>^ X-100 ^^^> 

10 n 1 j^ifip;^. Mt3: lo m±(DMmmm Noti(^Mitl±M)^;t)qx.T 

2.95kb CD Apal-NotI m)^^m 2 ,i g HHZLfcio iSfeiei. rT^^^^K KM1732HA2 (O b fi 
g ^ 20mM W:^-if^(pH7.9) , lOmM 50Mm mm:^V^J>^. ImM 

DTT *3 J:!)? 100 M g/ml ^skmT /u>^^>^isiT, Bs A tmw.'t^) iS}^htit^mmm 

10 M 1 t-inx.. SfC 10 ^fficoSJRSW* NlaIV(^^ — fi^>5^^>'hVW:^7>^XaK) 

^ip^r 37t:i? 1 ^rasjS^-^fco mj^ii:^m^=^^y-/utt!Stu somM 

(pH7.5), lOOmM mt^hV^J^. lOmM 4g>fb-^r4^t/'j7 A, imM DTT. 100 fi g/ml 
BSA ^3J:Uf 0.01% h^-fh^-X-lOO f)>htf^^mmm lO ^ l {^lMx.. lO 

^^i^m^^mcx^mv. m o.4ikb o Niaiv-Noti mjf^m 0.5 g miixLfc, 
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i^-f±m) . DNA 60 0.3 Ai g T 15 fz 1 (ommTki^m^. 65t:-e 5 

(pH7.6). lOOmM mt-^i^^i^^J^, 50mM DTT]2 1 1 lOmM ATP 2 1 ^m^, 
St- 10 WicD T4 polynucleotide kinase (£g5tttK):S::|jpx.T 37t:-e 30 ^mRj& 

Jii5't?#btT.5t:5^^y<i^KpBiuescript SK(-)ftS5C0 Apal-NotlB^^ M g f^^^ 
KM1732HA2 m^(D NlalV-Notl mjf 0.1 fi g tUl^m^l^^^ DNA0.05 |z g 
10 fi 1 CO^«K7Kt2::0PX.. DNA ligation Kit Ver.2 (SSatttfti) ^ffiV^T^£ffilft 
0J#i:!:t?^V\ ai«gLfc. ^<^^5(-LT#^Hfcffittx.r^>^^KDNA^m^V>i:::^c 
MffiDHS a*(M¥MMai^)^?F^KteiftL. ^liOi^bfc:/^;^^KpBS1732H?r# 

WO97/10354 {^tfi^c;o:r^;^^K phKMl259LV0 (7) 3 g 50mM hV:^~^ 
g^(pH7.5), lOOmM M^ti^hV^ lOmM m\^^^^^-ty^J^. ImM DTT :^3J:tJ« 100 
fi g/ml BSA A^ht^^mm-m lO /z I 10 EcoRI (^fist 

fli^r;«fn— ;;^<i/>ri.S;^^l^i:iT:5^tirL, m 2.95kb -Z) EcoRl-Spli ifr>t^*l3 2 n g 
[HllRLTho >^^:^^K KM1732L2-1 <DS ^ lOmM MJ;^-:^^ (pH7.5) , 

lOOmM mt-^^^-y^J^. ImM DTT ^^i^b^^^W^ 10 u ] Wl^ 10 mt(0 

/-/waiKL. SOmM W;:^-4i[K(pH7.5), lOOmM mti^hV^M.. lOmMMit-r^T^ 
iyt7M.. ImM DTT^^^>/^^«i«f^ 10 // 1 {CSPXL. MlZ 10 EcoRI(^ 

S5g«:«S)«rJP^T 37^:-^? 1 (^KSiC^-^irfco mRJiS^m^n^u^y^Jf^um^^m 
l^X^mU ^ 0.38kb (D MboII-EcoRI Bf>r^*?l 0.5 /i g EHKLfCo E^J#-§-l 

9. 2oi:zmm<ommmm^^T^^m dna ^t-s^^l (-f-vy^^ — yn^/-?±as) , 

DNA o 0.3 /z gT oSr 15 /X 1 o«a7K{^:;aPx.. e5X:x 5 ^J^ra^jD^L^do ^ 

SJSSJ^SiaCir 30 ^^mtk&l^t::^^ 10^j^«}S[500niM hV:^-mm(pH7.e) ^ 
lOOmM mt-^i^^U^M., 50mM DTT]2 1 1 lOmM ATP 2 ju 1 ^M^^^lC 10 * 
ffiO T4 polynucleotide kinase (SSigtfc^) tr;!)P;^T 37^10*^ 30 ^ftlS^S^-^. S'tN 
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-hiST*#^nfc:7'^>^5:K phKM1259LV0 m^(0 EcoRI-SplI KfJt 0.1 /i g , 
KKM1732L2-1 ^3l?<:0 MboII-EcoRI »f>^ 0.1 p. g ^JzXJ^V^mit^^DNAQ.QS fi g 
10 A 1 (OmMyi<>JiZ.M^, DNA ligation Kit Ver.2 (S^@ag^±M)^JlV^T^ffl 

±mm DH5 a ^ (M^mmitm) ^mnm»u m2\c7^Ltz,^9:^xh^ pbsi732l ^ 

10mMm\^'^V:^i^ifJ^^J:XJ^ ImM DTT ;a^b?&S^«?R 10 ;z 1 \cMk.^ 10 * 

^y-/^tt^L. 50mM hyj:^-jS^(pH7.5), lOOmM mti'h])^J^. lOmM ^^L-fb-T^r 
ImMDTT . 100 ji g/ml BSA :^^IF0.01% ^^-f^>'X-100 ^^^>/^5M« 

IK 10 M 1 j-^px.. 10 m-i^L(Dmmmm Not\(^mm±m)^mx^x 37°c-e 1 9# 

r^^iS$itfc::o nMR}t^m^r:^u--^^/UmM.^^7rmi::X^mi^. m 12.75kb Apal- 

Noti mn^m i n g [Uiixbf-o ^mxnhtitz.y'y:^^]^^ pbsi732h co 5 g 

^ lOraM ^y;^-^^^(pH7.5 10inlVli£'fl::-^i5^^^v'I>A:fc^J:UJ ImM DTT ^>hf^^m 
mm 10 /z 1 }^:;&P;t, Mf- 10 ApaI(^fi3gtt»):Sr^)D;tr 37°CT 1 

^ras^&^^fco KSJ^;^^RSr^^y— 7^a:®L. somM hy>^-it®^(pH7.5), loomM 

Itft-^fyi^i^. lOmMje^k-v^^v-l^i^, ImM DTT , 100 fi g/ml BSA *5J:r;?0.01% 
h^-^h^-X-lOO :^^^:^^mmm lO I 10 ^teofflPSS^iR NotK^Jg 

5g«:»)^^D;t.T37'CT 1 ^m^jt^^^tio mRjt^m^r^x2^:^^/um^»m\^x 

^ML: m 0.46kb (D Apal-NotI »T>^^*>I 0.5 /i g lUteLfcio 

±l2-e#f>tT.ytt:MkS:#:^3S.ffi-<^^^pKANTEX93 SS&c?:> Apal-NotI m>i 0.1 
M gi::7'^;^^KpBS1732H m^(D ApQ.l~Notim)i OA fi g 10 // 1 (55^lS|l7K 

}3:iia;t. DNA ligation Kit Ver.2 (^^Big^^:S^)«rfflV^T^^ffil5^M»{^:?ev^, SJSL^Co 
C10j:5t;iLT#t>nfci«l*fe;i:r^;^^KDNA ^^K^ffll/^T;^^jii0DH5 amCMWm 
mitm)^mW^iS^U 03{C^Lfc:7^^>^5:KpKANTEX1732H ^#;^Co 

ft:}^:. Ji|Bt?#btbf:::?'^;^^K pKANTEX1732H CD 3 ju g $r 50mM hy;=^-jS^ 
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(pH7.5), lOOmM mt^h])^J^. lOmM :^>ft-v^^.t/r>i,^ l^M DTT *5^tJ« 100 fi 

g/mi BSA f}^^fj:^mmm lo n i i^mx.^ lo mffioaopg^* ecori (sssit^t: 
^r:ffu^:^^/um%^m^x^mL. m i3.2okb o ecori-sph »fjtsr*^ i // g m 

HSLVf^o ^i^. ±mx^hnti:f'7:^^h^ PBS1732L (Db iz 50mM h]):^-^m 
(pH7.5) . lOOmM mt^hWJ^. lOmM i^fL^^^^i/^? J^, ImM DTT ^X,XJ^ 100 
g/ml BSA :^^i^fj:^mmm 10 // I Mtc lo ^-fecoSiJPS^ig EcoRI (^?S5t*fc 

»[)*5i:WJBBK^ Spli(S:S3tttSS)^JP;^T 37't:T' i NfM^/S^-^^o ^SiJ:^ 

^r:ffn--y(.^/i^m%i^mKxi^mi^. m o.39kb co ecori-sph m)i^m 0.5 g m 

±tBT#bn^c:/^X^FpKANTEX1732H S^I^CD EcoRl-SplI Wf^T 0.1 fi g, 
5:KpBS1732L^5l$(Z)EcoRI-Spniff>^0.1 jll g 10 1 0^^®*(^;!JU;^, DNA 

ligation Kit ver.2 (^mmitm)^m^^xmmmm9i^'^^\ m^i^rzL. ::(dxo\^i^ 
T#^Hfwm^x.::/^:^?K DNA mm^ ^x i^mm DH5 a^{MWi^m^±m)/t 

ff^Hte^b. |ll4jC7j^Lfc:7^^:^^KpKANTEX1732 
(2)fettbVEGFg:«1*Fit-l l:h^^;>^^fet*(D^S.-<:^^^— PKANTEX1750 CO+H 

WO97/10354 \^mm(o)iHtm{^mm.m^:^y'^j^:tf±^yh-<i^^—pK^^ 

tJf^*feWlcOi:eT#fetvf:::7"^X^KKM1750H2-l KM1750L3-1 ^fflV^TK 

fch VEGF S«flc Flt-1 tb®^^m<$:(?^^a-<:^^i5'-pKANTEX1750 S:£XT«^J:7 

:7'y>^:^K KM1750H2-1 CO 5 /X g ^ 33mM hyx-j|f^(pH7.9) , lOmM ttil^:?^:^^^' 
^M.. 66mM @^^;^;y!?^^3j:t^ 100 M g/ml BSA 10 |i 1 l^Mx.. 

10 ^^Sc^QMISffiP^ Aiw26i(:=:^^— ^>';^^>'hv^>r:r^::/XttM):g::&n;^T 37t:-c 1 

NpraSJE^^fCo /VJtKL. 50mM h]):^-m,m(pH7.5), lOOmM 

^i[^t:':^^y!>i^. 10niMi£ft-^>I^^v'«>i., ImM DTT, 100 // g/ml BSA ^^UO.Ol% 

h^^y^ x-100 ;d^^>?isM«a5 10 n 1 (rax., sic lo '^&<ommmm NotK^® 
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^SU » 0.41kb O Alw26I-NotI Wr>|-^*5jo.5 // g liJilXL;^. gfi^Jj^^21, 

22\zmm(Dmmm.m^^ir^^^ dna ^•^jBSL(iM77=v — v=-:^^/ni^— ?±s^), # 

-a^^ DNA CO 0.3 M g 1*0^ 15 ju 1 Oj«^7k{-;!Jll;t. 5 ^mMmi^f^o 

mmi:mm.\^x 30 ^^mwcmi^tc^. 10 ^»jS«^[5oomM hy;:^-*^^ (pht.b) , 

lOOmM mt^i^^^-y^M^. 50mM DTT]2 // 1 1 lOmM ATP 2 fi 1 ^J!lP;t. HtCl 10 * 
ffiO T4 polynucleotide kinase (S:SjgthK):Sr;!jp;t-C 37^-^ 30 5** 

(1) t?#^nf=i::^^:X5:K pBluescript SK(-)ft*(?3 Apal-Notl Wr}^ 0.1 
// gi::^^:^^KKMi750H2-i S3fecD Alw26I-NotI »f>i' 0.1 fi g tV>'mit^^ 
DNA0.05 n g ^-^m 10 /i 1 cO?S^7tct^SP;^. DNA ligation Kit Ver.2 (^S^ttiJ) 

pBS1750H^#fCo 

:r^^^KKM1750L3-l(^)5 m g ^ lOOmM M;:^-!^^ (pH8.8) , 440mM :^ 
^t^hV'^/M., I2mMii:ft-v'^-;t>i/t>i^^ 14mM 2-;^/V;*r:7°hni>^y— /w$5J:t)^ 200 n 

g/mi BSA;^^b?i5liaf?S 10 1 \zmz., 3Et- 10 WS:^7:>^iPS^^ Maen(-<— y>^;^; 

50mMhV:^-Mm(pH7.5), lOOmM il>ft:':M-y^7i>>, lOmM i^j^-^r^^^i^ A, ImM 
m 0.38kb (D Maell-EcoRI m)i^m 0.5 m g HURb}^^ ^Jc{^^ ia^J#*23, 24Je:|a 

m<om,&mm^^^^^^ dna ^-a^^u (f-!?-^^ — T-^^^/nv^— ?±ig) , ^-a^^g 

DNA <^ 0.3 j[z g -foSr 15 M 1 ©M?l7klC^IP;t. 65^T' 5 ^mMmi^fCo 
^Mi;iT 30 ^J-KSrELfcf^, 10fSSffi?g[500mMhy>^-itig(pH7.6), lOOmM :S 
ft:^:i^^V??i^, 50mM DTT]2 n I t lOmM ATP 2 1 ^^IX., MtC 10 ^fiCCO T4 
polynucleotide kinase (Sfi3ttt:S)^JllPx.T 37^-e 30 ^J-^K^S^iir. 5'*iigSry>' 

^JSMlcO2(l)-C#?D;h/f::>^^;^5;KphKM1259LV0 ft^|€(30 EcoRI-Spll »f>fr 0.1 fi 
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>^5^>^^KKM1760L3-1 *5t?CDMaen-EcoRI»f>ftO,l n g i3j:OT>'K^b'g^fig 
DNA 0.05 M g 10 n 1 (K>mMi^\^M^. DNA ligation Kit Ver.2(Sfijttt») 

pBS1750L ^#fCo 

_hlH"t?#^tL:fc37'^><^^K PBS1750H CO 5 /i g lOmM (pH7.5) , 

iOmMieYt;-^:^^;!c->'!>i^:j3j:*a? imM DTV i)^hf^:bmmm 10 jti 1 10 * 

ffit?:)ffi«JIS»* Apal(SS3t&M)^im;tT 37*^:-^ 1 ^MSiE^-^fCo ^R/t;;fi$^^ 

^/-/l^aiRU 50mM M;>^-ilLK(pH7.5), lOOmM i&ft^hy^'i^. IQmUmt'^'i^ 
ImMDTT, 100 m g/ml BSA j:rJ 0.01% Y^^Y>X~lQQfi^hti:^W^WL 
10 // I 10 W5A^5C>MPS^« NotI ^*;tT 37t:i? 1 NfM 

MiS^^fco ^SiSr^^^r ;^/57^Vl-m^#:ibJ;iT^>iliL. m 0.46kb <D Apal-NotI 

E^^(?:> Apal-Notli^f^O.l fJL g^:7"^;^^KpBS1750H ^5fecOApaI-NotIi)f>|-0.1 
g^^ft 10 fz KOMMTkl^M^, DNA ligation Kit Ver.2 (^Mag?±M) ^ffl V^T^ffl 

PKANTEX1750H ^^tio 

^k^. ±IB-e#^tvfc::/^:^^K pKANTexi750H (D3 h somM m;>^-:KK 

(pH7.5), lOOmM ^t^hV^J^s lOmM *tfb-^i5^^v'57 A, ImM DTT ^J:T/ 100 // 

g/mi BSA ^^^Tj^si^iffss 10 PL 1 icip^, Mj^: 10 mu<^ummm EcoRK^ssgth 

SSt)*5J:r5$(IIS»^ Spii(^?g3t%t»i)=^iip^T 37X:x i ^WSJ^:$ii:/co ^SJJ:^ 
:Srr;«fn— ;j^y/wS^^f!3(::r^>pifL. m I3.20kb EcoRFSpll »rJt*«^ l /x g Ih1 
ItZLfCo J;ilS'C#btbfcr7'^;^^K PBS1750L O 5 a g ^ 50mM M;>^-:^K 
(pH7.5), lOOmM mit-Th^J^M.. lOmMMit-^r^^^^J>., ImM DTT ^3 J: 100 /jl 
g/ml BSA f>^^f^^mmm lO /i l iC;&P;t. lO ^firc^^aiJS^Sl EcoRK^Sjtlt 

51 



wo 99/60025 PCT/JP99y02661 

^T:^vi—:^^^um%^m\^x^mu m o.39kb <d ecori-sph m}i^m 0.5 ^ g iei 

±fB-e#^^fc:7^^^5K PKANTEX1750H ^^(D EcoRFSpII |!f>^ OA fi g ^ ^9 
JX5:KpBS1750L*5fc(^EcoRI-SpllWr;ir0.1 fi g^^filO ^ KOmmm^^M^. 
DNA ligation Kit Ver.2(^^@5g^±^K)^fflV^T«ffiU^;?^»(C^^V^, S^gLfCo J:5 

gl8}^:^Lfc":/^^5:KpKANTEX1750 ^#f::„ 
(3)pKANTEX1732 *5J:r)? pKANTEX1750 ^MV>/^gLt:h VEGF Flt-1 th 

M=^;?^^trL*C0"^:yK^n— ^ YB2/0 »J!S(ATCC CRL1581)T(D^a 

YB2/0 ^^^--COfettf VEGF Flt-1 \ihm^?^9WH^m^^^^— 

PKANTEX1732 pKANTEX1750 (7:>mA\^'Smh(D:^m\Cm\ :r.U^}.vx^u 

--V3>^?^[Cytotechnology, 3^ 133 (1990)] t:iTfTofco 

mMmi(02m(l). (2)T#^;ta.f-pKANTEX1732:fc^J:t/pKANTEX1750 00 5 fi 
g ^ 4 X 10' fitZ) YB2/0 MM-^^AI^, 40ml O RPMI 1 640~FC S (1 0) L 4^Ji^i^ jfil 
mCPCS) ^ 10% tP RPMI1640 ( 0 7kia^t±M) ] l^^HL. 96 ^:^/U^4^V2^ 
-<>$'-:/U-h(;:^^n>?±iJ)|C200 l/^7::r./^"ro^^^bfco 5%C02-f>^^^-<-::$^ 
-P^"C 37'C, 24 ^Kit^l^, -:^:x.:^x^i>'>'(£ilT. 0418 ^^fB-r>5. ^V^:^^^^):^ 
O.Smg/ml l^*5J:5t-^*PbT^bt:^ 1-2 aKJS«Lfc„ G418 

ogtfch VEGF g^flc Flt-1 ^hm^?^9mi^<Dmm^^ri^zi7r:^mm:^mmMm^ 

-^mmh VEGF S^flc Flt-1 7N f^. Tanaka b(7):SrS6 [Japanese Journal of 
Cancer Research, 88, 867 (1997)] IC^V^p^Lfco 96 9=c/U<D EIA ffi:7*L^— KC:^^ 
(C, PBS T^f^Lfc 1 ;/ g/ml CD pf^ttth VEGF S^ft: Flt-1 7N ^ 50 

/i i/ij'ix/v-c^^iiL. 4x^x--mMcm:Lxmm^^rzo pbs t**^^. i% bsa 

tpPBSCJ^T. i%BSA-PBs ^«i3-r5)^ 100 /i i/'?:x/ujp^, ^ffl-c 1 

■^^TaoTv^5^st4£^:7^5/^^L7t. i%BSA-PBs sr^T. Mwmmw<omm±m^ 
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50 n l/!5':ii/VT5J'aL. ^?M-e 1 NFW^iS^^fCa 0.05% tween20 ^-g-ti^ PBS(J^ 
T. 0.05%tween-PBS h^m^^)'X^m¥^s 1%BSA-PBS \Z.X 3000 

;(Jfl;tTig?l.'e 1 0,05% tween-PBS 1?*?^^, ABTS SS|g[2.2-rv^ 

it«±*4'i-6tl::h VEGF Flt-1 MVm^^'^^W-tDmm^m^hnfz.mW 

telfe*^{^:oV^r , i^mttrJitf S g &?J-e. O.Smg/ml G418 *3j:D^ 50nM ;^yMxdf 
— h(£^T^ MTX±^IBi-6. i^^-^^m^^t^ RPMI1640-FCS(10)Jg:*|3:!l«L. 
5%C02^>'^^-<-^-|^T^ 37t:, 1-2 aWJt^L. 50nM MTX iiftt^#i-S?i?K 

\:l MTX ^t;^:§r lOOnM, 200nM i:±if Tfr^^ 0.5mg/ml G418 ^^XI 200tiM MTX 
^-g-tf RPMI1640-FCS(10)Jti1&TJ#^pJtgT-;d^o, irCtbYEGF ^mW- Flt-1 l^hM 

|5B#**R&{C.i:5^P— :=^>':jr^^^lT. :feJ^ft/^JrLt:h VEGF Flt-1 tV^^^^ 

t4**±lli-S?l^«i|K»iffltetttL^Co ^^^i!^^?'— PKANTEX1732 ^#ALT#b 

n^fc?g!ateife«iflaeN. t-^^cj^?. jiLth VEGF ^m-Vf Fit-i N-'?:5^^y:5'n^^7i.^f$ 

KM1732 ft^feCDgtth VEGF S^ft: Flt-1 thM^^^^^$:^it^^-5Ji^Ste«i«^<7:> 
^J^LTt^ KM2532 ^M^^m^^m^h VEGF S^flE FIt-1 fcF^=3^^ 

^tfc*^ KM2532 i:#:«tLfco a^S.-^^^— pKANTEX1750 Sr^ALT#b^^/^c 
?F^SteJ^»J5a*fe. 't-^^t>*>feLt:b VEGF Flt-1 •x-^?^^^ 7^1=2— 

KM1750 ft^CO^thVEGFS^fls: FIt-1 e^Marp^^5tft:^>fcjg-f S?|^Hte»tS<^ 
^flltLTfl KM2550 tth\fhfl^ ^flii^^mrt^iK^V VEGF SSfls Flt-1 tK^:2^^pC 
-^^fftr KM2550 t-^ft^LfCo #^tbfc#?l^®te*fe»BJ!a^5^n— >^cofetth VEGF §W 
* FIt-1 l:hM=3r^^a:ft:<^it]^14t^jj«ll 5 n g/10'»J3a/24 Btra^fcof^o 
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(4m^h VEGF ^mi^ Fit-1 }^hm^;^^mi^(Dmm±mf)^h(Dmm 

mMmi<D2 iS^X^nbtlfdffi^h VEGF Flt-1 thM=^P«^gt»^^]iilS - 

KM2532 lidXXJ^ KM2550 ^ 0.5mg/ml G418 iSj:XJ^ 200nM MTX GIT mM ( 0 * 

Sllg%fc®l)l- i---2xio'«iJi&/ml i>teSJ:5ic:!!g«[U i7Scm^':7^?^z^(^^^^^^ 

=i>^:7/P::n>'h{c?iofe^.^-e#it«Ji?f*ti l.OLSrHIiRLTto :*r^A{C3^ Iml 
<D:rn-fevx:7^A (>'W:^>^n-fe:-/^/>':5^ttK)^3f5jgL, 10ml IM ^yi/>'-0.15M 
NaCl(pH8,6)4rfflV^T lm\/^(Dmm'^^^J>^^mi^l.tZo _h|EOj:5t-PiS{ 
Lfc^teh VEGF S^j* Flt-1 tlhM^T^^Stfls KM2532 *5j;rJ^ KM2550 ^^tpi#« 
-h^t^-^rtL-^^tL 1700mU iSOOml ^ TOml/^COgEj^-CTT'n-fe'iyT^ A ;?7^i>.^c:a^L/c:o 

pH6, pH5 J:t>* pH4 CO 50mM ^^V^SjftM* 4ml T^^P^6^ie:^*#L. 50mM 

^-rnmnm (pH3,o)^ 7mi iiii^LTthM^y^K^^^smbz-^o ^(d^^, m.^h 

VEGF Si^fls Flt-1 tbM^Ti^K* KM2532 :^b^ j:!)^^ KM2550 0.4mg , 

0.3mg#^tLf^o 

*tSSL7tirLt:h VEGF g:^* Flt-1 KM2532 KM2550 

SDS-PAGE ^-e^i^WLfc. SDS-PAGE [Anticancer Research, 12, 

1121 (1992)](C:tSo;^„ 5--20%'^'y-J=r.-^h^/i^ (Th—f±M)^. ^"J^M^ 

—:yht^^<0^>'^<^WAtLX 2,5 fi g cDtittrh VEGF Flt-1 thM^-?«^trE#: 

ICM2532 :^J:X^ KM2550 ^^n-^tL^kftL. ^i^— :/yyr>^h:://i--i;^TS^-feL 
tCo ^(Ol^^%:mB\:i^Ltio eNS^P^^ttft: KM2532 $3 J:!)? KM2550 I^Mtc* 
f^T-eti^^-f-fi*^ 150 ^X2y/uh>'{z igG t^/-^ vK;SS^4e)^fu, «7c*#T^f^*>i 
50 ^ny/uv^iz H ^CD^^^-F^js, 25 ^vt^/Uhi^i^ L lKco^-«>'K:$s»i6^;n.;^Co 
IgG M<^eL^tiv «7c*#T"Ct^^^rat:^=:=^/v>'^KM^:as§jppf§*L. -^tb^ti 2 
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fetfls: KM2532 ^^XJ^ KM2550 (^iELV^«i£cD$^:ft:^>^-Cfe5^i:;&S^^i^fCo 
(5)gLth VEGF SSff Flt-1 thM^7^^tn:ft:(?)th VEGF S^fr Flt-1 J,<lM^^W 

«iitn:t:h VEGF Flt-1 thS^p^-^fetfls: KM2532 :io j:t;« KM2550 cOfch 

VEGF s^^^ Flt-1 ^^:^-rs^^?s^4^J£^T<^^HB^^:^^§v^, mm^f^o 

Plj^tttb Flt-1 7N Tanaka ^CD^&ft [Japanese Journal of Cancer Research, 88, 
867 (1997)] ic:^V^pSgbfc„ 

Flt-1 7N m^m^u mM^^)::hm^:^9mt^(Dm&^&it^^xis^'a'm^^^m 

VT-o 96 ^=n/i^(D EIA ;^:7^i/-h(^^^^:^-tt:SJ) pes T*#fRLfc 1 jtz g/ml 
^-f^tf VEGF ^Wft: Flt-1 7N ^ 50 l/'^^^l-T^^^^^iL. 4t:-e— SfeSfegbT®* 
^^fc. PBS-e?^?^^, 1%BSA-PBS ^ 100 /2 ^i'l.T^ 1 ^P^ISiS^^iir 

T^oTV^^^t4S:|r:/^-/^b/c:o 1%BSA-PBS ^^X. 0.152 — 333ng/ml OM^fet 
t:h VEGF S:^* Flt-1 tb^^T^^Jltft: KM2532 KM2550 ^ 50 l/>>::c/U'e 

^i'^^L. m^X- 1 ^ai^iS^^fCo 0.05%tween-PBS X^if^^, 1%BSA-PBS l^X 
3000^S{C#f^L/c-</l^:^^vy----^^^liKt:hIgG feif* (rp^y;^^/ ri-u>y:^X|± 
58)^50 n \/^=^/UXM^X^UX 1 B#Pb1K^&^-^, 0.05%tween-PBSr-*#^, 
ABTS SS^[2.2-ri^/tf >^ (3-^f^/V-<>-y*^ry*— /W6-;^7l-/K>'^)rv^::i!> 
A]^50 M l/!>:2i/V"Cirqx.T^fe$ii:, OD415nmOK3eS^Emax (^U-d^^^. — 

•?:<7?i(tm^HlO(A) {C^T^i^o tttb VEGF ^^i^ Flt-1 fchM^;'^^^^^ KM2532, 
KM2550 \^1ffii^mm^^m^^h VEGF Flt-1 7N fCl^-g^Li^Co ^fc. 6tth 

VEGF S^flc Flt-1 tf®af;^^Stft: KM2532. KM2550 <^^'g'Slt4mS}£|^^-eS> 

iik\^. mm^^mmmm^m^^x 96 i7zn/u<D eia htciK^s-^^^^eth 

FIt-l 7N SSrie^k^^rthM^P^TifLflscOi^-g^ffitt^lftttLfcio 96 EIA ffl 

Zfl^—h (ry^^—itm) PBS X'*f^Lfc 0.04'-10 fi g/ml 60 pT^^j^th vegf 
S^ft Flt-1 7N ^ 50 ji/ I/^^ni/V-e^^L. SfeSS[BLTK*$-^fCo PBS X 
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m^m. 1%BSA-PBS ^ 100 fi l/^z^/l^m^^ m.m.'TJ l ^K^;S^^T3^o"rv^-5ffi 
14S^:/n>;.i5^bfCo 1%BSA-PBS IrjtT. 10 fi g/ml c^JtKfitth VEGF g^i* Flt-1 
thffi^^p^^Sti* KM2532 *5J;IKKM2550 ^ 50 ;z l/?7^/V-C:»?^L. ^UT^ 1 
iC^-^fco 0.05%tween-PBS "C?*?^^, 1%BSA-PBS 3000 ^(e:%?Rbfc-^/V:^ 

^-^y— ^^SfefitfcMgG Sift: (T^y a— u.>.^;:^:tfcii)^50 I/9:^/i^-e;!)P^ 

T^?a-e 1 ^raS^SS-^. 0.05% tween-PBS -Cjjfejf-^^, ABTS SSM[2.2-ri^ye*X 
OD415nm (D^^tSi^ E maxi^U^zju'^ — 7=V^>ri/— Xtfc^)^^V^-caO 

^COSm^m 10(B) i^l^fc fcll^fVEGF Flt-1 ^hM^^yijCP^ KM2532. 

KM2550 nzfU—hKmM'^^f-'^m^^h VEGF Fit-1 7N J^fife#L 

f-*g^?g'tt^:^LfCo ^/i:. Sitib VEGF Flt-1 thM^^rp^^fet^ KM2532. 

KM2550 (^^g^^t4t^J£j£|^^T'feo/to 

fetbb VEGF Flt-1 trbM^Tf-^Kflsi-Jc^bh VEGF ^t:h VEGF 

PVDFK^M*:fbLfCo*^3!SfcJ^^^PBS'C0.2 M g/ml (7)SS{-#f^Lfc "TM^e 
F VEGF S«ft Flt-1 7N ^ 50 /z l/^:x./UX^mU 4t:T— gfeSfcBLTK^^it/Co 
PBS t??5fc#-ft, 1%BSA-PBS ^ 50 jEf l/^:^/Uj3a^^ mWiX 1 B^raSiS^'^T«orv^ 
5SfttS^:/niy^Lf::o PBS 1?*}$'^, 1%BSA-PBS ^iKT^^IRL 0.004-2 fi g/ml 
CC^ltSJtftth VEGF Si^ft: Flt-1 t^hM=3e;»<^Stft: KM2532. KM2550 i3j:TJ53|t»fi:t 
F VEGF g^ft: Flt-l KM1732. KM1750 ^ 50 // 

Xi^mV. ^^fd. 3ng/inlcD^"lSS|tFVEGF(T-ei/-rA4fc$8)^50 l/l^zc/UT 
SP^^^at? 1.5 ^WRjJ^^iirfCo 0.05%tween-PBS Xmi^Wi. 50^ic:T[^ni/l-%^jS 
^-^^ •^>f^^V>'^-O(.'^V;*-F?±l^)Sr30 l/i^oi/VTiDx., F5/:/;^e^VF(^-^5/ 
;^?-Ktt»)^ffiV>T. #!?^/K;ii^^Lfc SiaifcF VEGF c^j6S:«'*^tt4rai^Lf::, 
^(DW^^miU^Tf^ir^ 0 ll(-:T^LfcJ:5IC$Lt:F VEGF §^ft Flt-1 thM^P^^Si 
ft KM2532 *3j:tJ? KM2550 ^ltLft«lE*fe#e«JiCl:F VEGF ^th VEGF S^ft Flt-1 
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cOjfS'&^RaWLfCo *fc. Sith VEGF S^ft: Flt-1 \ihm^?^^^i^ KM2532 ^SJ:!)? 
KM2550 f^, Sttb VEGF ^^flc Flt-1 -r^7;3!.^y^t3— :?-/wtitft: KM 1732 :^J:t)5 
KM1750 t|^^COe^ VEGF VEGF S^fr F!t-1 <Dl^^mMfS{^^7jkU 

( 6 ) ftibh VEGF S^fls Flt-1 fch®=3rp?^gtfls:0®a^^-5^t:'h-:7^<^)#«f 
(6-1) "Sl^ttth VEGF SWfr KDR 7N. Rl^f^tN VEGF SWi*=^;^^^>'^N"i^H 
Flt-1 7N.K2 i^|S3K 

"^^tttb VEGF g^fls: KDR 7N, "fj^ttth VEGF ^m^^>^^^^^^<^m Flt-1 

7N.K2 ^^^T^i:5 \ci.xmm\ltc.o 

(6-2) Rll^tttif VEGF KDR 7N — CO#f |g 

VEGF KDR <J9v/r:^/v-<:r^K^«^-r5 19 r^/^2S:I>^fig^fls 

(DN^^r^ym:^^h 738 # s vegf kdr m}i 

i^T. Pj^ttt h VEGF S^ff KDR 7N t^^ir) RXI])>':^ — ^^(D 2 T^y 

^j^tifch VEGF SSft: KDR 7N t^, "T^^litih VEGF KDR (DBm 

izh VEGF KDR <D^^ft cDNA — K-T-S cDNA — >■ BCMGS- 

neo-KDR[Cell Growth & Differentiation 7, 213 (1996)] ^ EcoRI "C^PIf 

KDR (Dmm^mmRxj^mi^^m^^=^-h*'r^m 2.8 kb odstk-* pucis co 

EcoRI Um^M^72^n:it\^J:oX. pUC-KDR Srf^SlLfc„ pUC-KDR ^ Xhol 
T-gJBfL. Klenow «l31ft. Xbal y>';^7- (ga^J#-^57) ^jfAf S^lifdJ^oT 
pUC-KDR-Xb ^f^SJLf^io pUC-KDR-Xb <D XbaJ-BamHI (2.3 kbp) ifitS: 
pBluescriptll KS(+)CO Xbal/BamHI SPffitClJf ALfc^. Sphl-BamHI (5.2kbp) 

^#AL. pBS-KDR-Xb-S ^f^SLfCo 

pBS-KDR-Xb-S SnaBI/BamHI "e^lSfb. jSt^JhriK^-i: NotI gp-fct^-^tf 
•a^^y^^;^-(ia^J#-§-60Jl-a5iE^J#-i-61)^»;^AiZv^. pBS-KDR(Xb)-S-N 
^#MLfCo pBS-KDR-Xb-S-N cr) Xbal-NotI(2.3kb) Sf^T* tr>'^=^a:n9-Y7V>^ 
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PVL1393 >^^J7^^K(7>/Ky'--Ky>'(Polyhedrin)aC^<^te^^Mi6;a 
Tm Xbal RX^ rm NotI Um^m^ji:,^. -BTl^ttt h VEGF KDR 
7N ^m^iJ'i?— PVL-KDR-7N ^f^SSLfda 

(6-3) •STSSitth VEGF Flt-l 7N.K2 ^^-^i?'^— <7) 

W^^fch VEGF ^mi¥ Flt-1 <^)i^^:^/ViEl^JSr-^tpN7^iffi*i^, 750 # S 
S-f 5 "T^ttth VEGF Flt-1 7N . N *5g:d>f> 2 # P tO-T^y^ 

t^::/yv^gBffi{3itB3f loo #s<^T^y^;6:»b 204 mS(Dr^ymt:. ^ti 

2 T^yS&^&^b^^y^-:^ — (Gly-Ala.GIy-Thr)^:^M.T. pj^t^tf VEGF 

^mi^ KDR 2 # @ f7)-^Ay:^^n:/y>'itSi5fe{^ffl ^-r^. 95 # B cor 

b 199 #gor^/^};i®i^L7h=¥^^i$?W>^g FU-I.K2 S:|§S^'^'5f'fe<30 

t^ flt-lcDNA[Oncogene, 5, 519 (1990)] <7) EcoRI/Hindlll ( 1 .9 kh)Wf}i^ 
^:^:^-M13mpl (D EcoRI/Hindlll }^if Ab. pM13-f}t ^f^SL^Cc pM13-fit 

^xmm xLiBiue i:imm^^. ^'mmm(DUi^LwmmmmmAm^^yh 

MutanK I^H (D'^ :=.zxT /l^ IZ^^ ^ X . mm±m^^ ssDNA ^P^Lfcc * 
ssDNA ^mMtLX. 56 iaS:^^^i^fe'5:^y=fp?^l^:<^^K (IB JfJ#^62 ) ^r/tl5 
ffi#S6«;^S«A.^^?/h MutanK (S^g^S^)^fflV^, SfiagJS{Z)?f(5ffi#SK? 
iES*Affl=^ri/h MutanK S^f+ CO-e:=:^T/VJ^fieo TS|5-te:«FmWf3eS4^^TV^, 
Flt-1 com^^mm(D 2 «go5^i>.y^t3:ry>':^gp^5t^=i-Ki-5|S4S;Sr^c^ 
Flt-1 »€^^«-^::^^^^K(pMl3-fIt'-D2N)Srf^®Lfco Sct^:.- 
BCMGSneo-KDR[Cell Growth and Diff., 7, 213, (1996)]DNA lOng^rfifS 

^ 10 pmoU TaqDNA :^V?^y--^^<^yyr — ^ RXJ^. lOmM t^;^-:^-^^?^!^:^*^ 
KHyvitSr^tf^fiK 100 ml 2.5 units (D TaqDNA >Ky;^^— if ^SsiUb. 

PGR Sii&^frofeo K^&f*> 95TC'T? 90 5osc-e 90 50?^. 72*t;-e 90 

oDS/s^ 30 iHiifti95gL. liULfc. KDR <Dmisk^mm<D N *«ifly:a^^ 2 #g. 

<o^AJi^v2:f]):ymm{iLi:=^-h^'t:5 dna »f;r^lH|iRL;^o ^ DNA BrK*^ 
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Narl/Kpnl -Tf^WfU. 340bp <0 Narl/Kpnl »r>i-tr#fCo ^ DNA »fK-2fcrJ?. 
pM13-flt'-D2N <D Smal/Narl(0.5 kb) »f ^TSr, pBluescriptll CO Smal/Kpnl 
ffi{^#AL. pBS-flt-l'-KDR2N ^f^KLfCo pBS-flt-l'-KDR2N (7? 
BamH/KpnI(0.8kb)8ff>H'> pM13-flt'-D2N <D KpnI/MunI (80 b) Bf ^tJ«, 
pVL-flt-1 <7) MunI/NotI(1.5 kb)»f;t^s pVL1393 <r> BamHU/Notl 
AL. Flt-l.K2 5te^^31<5^:/^;=^^K PVL-fltf ^f^MU^^Co 
(6-4) ^A^BflSJci;^ oT^^^bh VBGFg^ft: KDR 7N *5J:t;Sor^§ttb:h VEGF g 
Fit-1 7N.K2 ^m^fT5yb26<7>a;2itifexL?7^/V:J^(Z)'f^ii 

— cDNA ^1#?^?'.C'7"^;^^Kicft;z^iA?>a&^gf 

TMN-FH ^>'-&tJ^h7«^V!? AC^T-^Vv^niVttm) {^Ti#*Lfclim^Bte 
^3.n^7^/V>^ DNA(BaculoGold bacuiovirus DNA), :7t— ^V-v^ai^^^iK] *3 J: 
3L. 2701 (1992)] ffi^»;t^^=^n.t357^7i-;:^^|5JlT<©J:5<- 

ftLfcfc(^)Sr«!x.^3a-e 15 5J^B0»:ff L7to Sf9 mmix lO 2ml <D 
Sf900-Il i&Jfi[^::/a(Gibco)a:]K] fr!BI«L. ti:@ 35mm 
^y^i^^^ulzAHtio ^-{diiacc^TT^^^KDNA, 

DNA ^J:m:^y^z^^^>'Ummm±m^mx. 27x:x- 3 0 wjsn^, a^^x. 

9^/v;7iSr'g'£fl&||±?S iml ^^^Lfco i^-t— vtcif^fffct;:: Sf900-ii i#«6 
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\Z. 1.5ml mtCo ^t>JC, (6-3)-Cf^SgLfc«m-<^^-^fflV>f^#C0«|f^:Srf7o 

Sf9 2X10 ^tetr 10ml CO Sf900-II »«Jc!B«L. 175cm =':7^:?;=3 (^T^-f 
ift^l^t^fcf::: 15ml (D TMN-FH ^l^±iS^h;^y^>f^J^t±m<Dm^m^9>f/i^ 

:^^^t^m^±m(Dvh imi ^mx. 27'^x 3 0 mm^Ltz.. 

1,500 xgT* lo^^rBiit'L^^j-atLTiSffljia^i^*. sas«^{;ifi:ffi-r5m^«x 

Sf9 iWite 6X10 4ml cZ:) Sf900-Il mmizmmi^. eOmm C0MJ3SiS^ 

•^fCo Sciilil^lcrl^^lSffci^: Sf900-II 400 fz i t Sf900-II 1000 

5ml CO l%fiBk^r:^fn— ;^[T:^— ^-r:«^n— ;x(Agarplaque 
Agarose), ^T—^^t^z^l^^mi^^ts^mmmmL^t^ \.m\<nh%riS—^y—^ 
P^^;^ •T;^P— >«L7jc^jS^ 4ml TMN-FH ^^-ir^MT^-r'^A^IrSftlL. 42t: 

^-U-SrAtt. 27*t:7?6 H ra**lL^Co ^V-r-Ui^ 0.01% rizL— h^/n^.>.K^ 
^tpPBSlmlS:Jp^§fe>l^l 0m*«Lfc^. Wmbfc:r^->5'cD|S^«cxLfc. 
£(-h(7)»f^J:i9ifejm^ift^'>^7^;^^?Km^T:h.^>*^i i x lo 7:r^_>^:7^_^^ 

(6-5)MA^SaJ-43tt.5^;^ttt:b VEGFSl^flsKDR 7N, nT^ttthVEGFS^ 

W'^^'y^^^^^^^m. Flt-i 7N.K2 J:l^3|tM 
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ISTiSttth VEGF ^mf^ KDR 7N *5J:tJ« nT^t^th VEGF 
Flt-1 7N.K2t:3:£J^TOj;5i^:LT#fCo High Five M^^XlO'^m^ 175cm ^^^^ 
:^.=t (r^4^-itm) ^CD EX-CELL ™400 mm ORH Bioscience ttK) 30ml 

{^iffilSbx 1 ^raSfeBU. :7^;3;r3{^:ft^$^fCo (6-3)*5J:tF(6-4)T#^ 

tbfch^>':^:7T— --^iJ^i5^--*5^(?>M^tfe;^i>-r/i-:^^^^ i~3 x lo «pfu /ml <7> 
3es-c^tp^«4r imi Snx. ^m-e 2 Np^iS^^-^feo ^«_hm^l^^ff/c{c: 

30ml <D EX-CELL ™400 30mi ^^IX. 27t:(z:-C 3'-4 B reJ#*LfCo 

mr^. mm±m^mifsL\^ 1,500 xgT? 10 ^^mm*L^^m^n^'^±m^nf^o 

^^ttth VEGF g^fls: KDR 7N}c:oV^Tf:i. JEjIT<^^5 i-LTW®Ufc. 
50ml CO DEAE-Sepharose CL-6B (Pharmacia Biotech ttffi)^?EiitL-yh:^^A 

;0S?S«7)ApW}^^ 40ml CO Heparin Sepharose CL-6B(Pharmacia Biotech tt 

t^mmm 400-800ml ^ 50-100ml/H^(7>^^5^3t-eJii^L^Co 300mi (D 

20mMy>'^^M;^i^M#f^S(pH8)'e?5fc#Lfc#:. Heparin Sepharose CL-6B 
ioyJ^(ry7i.\Z. 400ml CO O-^-lM NaCl/20mM U MJ^7 AUSflSi-TaiicSS 
^iatrd^tt. B5*^aKco^ttlSrfTo/Co ^SW^^^ 7ml To^^^Mb, 
•g^;H5^aK^SDS-PAGE {^T<i?*lrL. "^^tttN VEGF S^ft: KDR 7N 
Sr-g-tf^J-BSreo—soml IfllflKLifeio ^iI^Is:L:rc3f^fS^l®^^'^^-fe'>'^y:7"U5/:r io(T^ 
=ii/?±SS)4r«V^T»«iL. pT^titb VEGF^^fls: KDR 7N^^|£i:L.T 
4.8ml(^e««*(^815 II g/mU »Barj^ 70-80%) 
ol^tttb VEGF Flt-1 7N.K2 ^^:•ov^T^^. fiATO J:5 

tf'yM'cM 20ml o-^^xy^-- fe::7rt3— X cl-6B y/v[:7T/Wv'r '/^^:t'ry^ 
(Pharmacia Biotech) ABti:ffi]^S5SSU 100ml O 20mM hy>^-ig:g^(pH7.5) li» 
^K*fflv^T O.Sml/^^OSEit-Ci^^^^^ifhLfCo ?5fe#^. ±IEO.J:5l-PiSL.fc^^ 
f4t:h VEGF g^flEdep^^>$^^/^^->5.3^ Flt-1 7N.K2 ^-g-tfi§«?ft 900ml ^ 0.5ml/ 
5)'CC>SE5t-e---^^°y>^-'fe:7Tn— CL-6B ti'yMzM'^y.fz.. ^h\Z. lOOml CD 20mM 
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hy^-SK(pH7.5)^fflV>T0.5ml/:«'C9gSa't^|Sfc#Lyt^. «lE<^ga;OS o M-1.5M 
<0 NaCl -^^r 20mM ^y:^-^£ig(pH7.5);^l^^>/^SiS«^^ 200 ml ii^L. --y^•yi/- 

'fe>'rn-;?;t^:@i^LfcS&Scoj^ffi^fT5^^{^: 8mi ToS^ttlyK^i&Wbfco 
■{ii'S-^tbSlie^ SDS 5^yr^y7i.r^Ky/Pm:a^^ci!i(SDS-PAGE)t:::T««fL. ^ 
^ttfch VEGF ^m^^:^'7^-^^<^W Flt-1 7N.K2 Sr^tf^^H^Sr SO^TOml laliR 
-t>'hy:7^i^5/:7^ io(r^=i:/tt$i)S:^v>Ti9iaiL/c. jeji^, pT^ttbh vegf 

Flt-l 7N.K2 ^^}Si:LT-^:h.^*tb 5.8ml (^SSSI^ 588 
// g/mU MS65--7 5%)#fCo 

(6-6) ttth VEGF ^^i* Flt-l 'cYm.^^^^^(ommcf^^\fY-'':f(r>m^ 

ItMKth VEGF Flt-l Y^Vm^^^ymi^ KM2532 *3j;U? KM2550 CO^S^f 

W^ttt h VEGF Flt-l 7N {r^r'^)\^m^m'^t^^^^T\jm:h^h 750 # 

Mf^tB^). «r?^tttf VEGF Flt-l m{^^^^)vwM-^^t^^^m^^jm)^ 

^ 338 # g JC^g ^ ) , Pim^bh VEGF ^Wfls: Flt-l 2N (V^'^/PiE^iJ^-^ t^N^SSg 
r^y^j5^b 223 S @ ^Cta^) J± Tanaka bcT:)::^^ [Japanese Journal of Cancer 
Research, 88, 867 (1997)] t3:^^^V^i^^LfCo "5T:^et^hSSft: KDR 7N (v-^r':^/^gS^J 
€^^^?iV^N*ffir^y^;e^^e> 738 # g JC^i S) , -SJ^^tttih VEGF ^^W-^^'7^ly^< 
Flt-l 7N.K2 (b:h Flt-l 7N (DT^jm 100-204 « g ^y>-;^;-^^LTth KDR 
<?5T5:yK 95- 199 # g {C^»L;tt,<7)) (6-5) mmUti. V 
VEGF S^#:«^a^*fl^6O«S0Ji@32(^^L;^Co 

^•r. ^»*^fesalJ^fe^fflv^T$lt^ vegf s^ft: Fit-i ^i?;^^ y^^-:^/^stft: 

KM1732, KM1750 J;tJ?ttt:h VEGF S^flc Flt-l tFSd5^;^^6tfls: KM2532, 
KM2550 c^SJC&tt^JtttL/Co 96 EIA ^ h (:?^^>r^— thK) PBS 

'T?^|l?Lfc4M g/ml (D Flt-l 7N. Flt-l 3N, Flt-l 2N, Flt-l 7N.K2, KDR 7N ^^fx. 
•=ett50 jjL l/»?::c/VT^jiU 4 t:-e— gfeiSBLTK^^i^f::, PBS TSfejf-^l^, 
1%BSA-PBS^ 100 ;il/t>rcyv;fip;t.. mmx^ 1 B#ft^SlJ;$*1^TaoTV^SSttSSr:/ 
as^^L^^Co 1%BSA-PBS^»T. 0.1 /z g/ml cO^Kfetth VEGF S^flc Fit- 1 'x''?^^ 
cey>5r^^:^/^^flE KM1732 ^fct'i KM1750, fc^VNf^, J^SJttth VEGF 
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Flt-1 fchM^^^^irtfls: KM2532 '^f:i\^ KM2550 ^ 50 ju l/'>a:/U-X?55'^^U, mm.'V 1 
Wmi^}^^^'^tCoO,OB%tyfeen-PBS^mii^^, 1%BSA-PBS (CIT 400 fS(::#f^Lfc-^ 

/^:^^i^y-^mmt7i-rf;:z.igG^i^(^=if±^);^^^ 3ooo m^^m\^rz.^/i-:t 

T^M*X? 1 NpraSiS^-^. 0.05% tween-PBS "T^^Jt^f-^, ARTS S®JS[2,2-Tv^ytrx 

^fe^^i:^ OD415nro E max (^l^^ra.^ — T^^^>l'v'— Xftti) trfflV^T 

^<J^]^*^^30|^{C;^'ro Sith VEGF SSfls Flt-1 N't>:?^:^y>5^t2— ':?-/l.Jtff 
KM1732. KM1750 ^b^JcIJ^Stfcf VEGF gSflS Flt~l HhM^^'^^t^ KM2532, 
KM2550 l± Flt-1 7N, Flt-1 3N, Flt-1 2N Flt-1 7N.K2. KDR 7N {ZLlt.l^'B' 

l.f^^^^fz.o ^§or. Stth VEGF S:^* Flt~l -^9^^/:^^^— ^/l^^^^ KM1732. 
KM1750 *5j:t;«4St:h VEGF ^mi^ Flt-1 ehM^T^^Si* KM2532. KM2550 (OMm 
Flt-1 (DN^i&r^jm^^h 100-204 Sg^^^CD^i^i^l-^^tb 

^{<l, Sl*^3ffiffl^^fe^ffiV^T96!>:3^/^(7) EIA ^:7"l/—f}c^#$^^ Flt-1 7N, 
Fit-1 3N, Flt-1 2N. Flt-1 7N.K2, KDR 7N mM'r^\^hm^^'7in.i^ 

<^»A^mt^'^xm'^iB\^^ikfii.tCo 96 57.z:/p.(?:> eia m^i^—h {r^4^-it 

M) PBS -e*f^bfc4// g/ml O Flt-1 7N. Flt-1 3N. Flt-1 2N, Flt-1 7N.K2, 
KDR 7N^-^tv^*tiS0 /I \/^:n/VX^^mU 4 *C-e-llfeSfeHLTtR*$-^fCo PBS 
-e^ft}^^. 1%BSA-PBS ^100 // / l^rn/vSP;t, 1 ^raSJ£§•^i:T^oTV^S 

StiS^>^n>^i5^L7to 1%BSA-PBS ^itr. 0.0152—100 ng/ml COMKfeith VEGF 
g^ft: Flt-1 \lhm^^9U» KM2532 ^fcf^ KM2550 ^ 50 m \/^ zx^/l^X^^^U ^ 
ii-T 1 ^mS-ft^^^-^tio 0.05%tween-PBS T*?5fe#-1^, 1%BSA-PBS 3000 {Si::#3R 
Lfe-</i^;?f-:¥i/^-if^iSIK:fcMgG $Lfls:(Tp«y;!?7>' 3-Us/i5^>^tt»!)«r 50 // l/t> 
:3i/l--T?JP^T^ig.T* 1 B^MSJCK*-^. 0.05% tween-PBS XSc^^. ABTS 
[2.2-Ti;^/t*^(3-3:^/l--<i/y^T>^-/^-6-;^7l-yix>^K)T>'^^ fi 1/ 

?'::c/VT*;&nx.TI8fe$-^, OD415nm (3C>eS*ft^ E maxC^U-^r^^— -T^^^-^t^— ;<tt 
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^<D^^^^m3im (±m) j^^-To stth vegf Fit-i ^hm^;^yi^i^ 

KM2532. KM2550 f^feti*:»*«c#KJt^: Flt-1 7N, Flt-1 3N. Flt-1 2N 
FIt-1 7N.K2. KDR 7N lc:f*ie^L?fc;0^ofCo ^ti. Sibh VEGF Flt-1 
P^^Stft: KM2532. KM2550 (^^•a^^gtt^*^5^ir[^^TfoofCo 

*}^:. »^^feffiafJ^8fe^fflV^T 96 l^in^/PCO EIA Flt-1 7N, 

Flt-1 3N: Flt-1 2N, Flt-1 7N.K2, KDR 7N a^'Xft^-^Tth^depJ^Jft^CCOjg-^^ 

tiSr^f^LfCo 96 li^^/pco EIA m':^i-—h(i^94^—^±m) i^. PBS -e^S^Lfc 

0.041-10 fi g/ml CO nj^tteh VEGF S^flE Flt-1 7N, Flt-1 3N, Flt-1 2N, Flt-1 
7N.K2. KDR 7N ^^tl^'tbSO n l/!>r:./V-t?^ab, 4°CT— gfeiftHLTK^^i^^o 
PBS -C^^^f^. 1%BSA-PBS ^ 100 a ^?^-e 1 B#Pb1SJS^^T^oT 

V '^5^tt*^::?'n>;.^L/^Co 1%BSA-PBS ^^T. 5 /z g/ml oofSMfettrh VEGF ^mPf 
Flt-1 tfM^T^^STlft: KM2532 "^fcf^ KM2550 ^-^^-^tb 50 l/^^r^yl/^^^^^b^ 
R^r^^^JS^-^/Co 0.05%tween-PBS -l^^^f-f^, 1%BSA-PBS {:iT 3000 f& 

\^^m^fz.-<7Vir'^t^^^^'^mMm^ h igc {T^^jtn^ -'\^y^y^^±m) * so 

/i l/!:7zii7V-e:&nx.T^^-e l S^^l^jS^^i:, 0.05% tween-PBS ABTS 

?R[2.2-Ti>ytr;^ (3-:3i^/i.^>'>/^ry'— /i-6->^7U/i>^/^)r>'^^!^A] ^ 50 ^ 

l/!>zcyV'T^;^T^fe$'=ar, OD415nin (O^^jg^^ E max (^u^^ct^— •'r'>'^>rv'— 
^cr)*S:^^031Il| (TBI) {^::^t-o 4n:t:b VEGF S^flc Flt-1 t:hM^;^^6ifls: 
KM2532, KM2550 f^r^—hfrK^^-^i^pr^ttth VEGF S^flc Flt-1 7N, Flt-1 
3N, Flt-1 2N <7)««{J:&#Lfcfe^ffitttr^L. Flt-1 7N.K2, KDR 7N i^l^^SlS^b 
f^f)^<:>tio *fc. Sifch VEGF SSff Flt-1 fchM^r^^^ft: KM2532. KM2550 cO^^ 

3. jffith VEGF S^flC Flt-1 t^MCDR ©Wgfcflct^^iiJg 

th VEGF ^mi^ Flt-1 VEGF Flt-i -^^^^ 

KM1732, KM1750 *5J:tJ«8tt:h VEGF ^mt^ Flt-1 thM^Srp^^Si 
#: KM2532. KM2550 i:l^^(39ffitt^^i-S*rCt h VEGF S^ft: Flt-1 fchS! CDR ^ 
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(i)gE^(Dthiftft:6o VH (D^mmm^mmt-t^m^h vegf ^mt¥ fh-i ^zhm 

CDR ^UVCi^<D VH ^=1— K-rS cDNA (DM^ 

(Sequences of Proteins of Immunological Interest), US Dept. Health and Human 
Services, 1991 . ^Tm^ . WL^(Dm^ ^J:)^h^i$^(0 VH ^^(OT^ymm^\(^^m 
--III (HSGI '-ni){:i^fSL.#1^::^i//v— reici^tiiE^jS. 
l^:£L.fCo ^^T% ^ne)*51@a^J«rS«^LTStt:h VEGF Si^flc Flt-1 fchM CDR 

Ts FR .^«fa-t-$)cor^/^ia^iJi:5tfcb VEGF Flt-1 -r':>;^^y^n— 

Jtl^^ KM1732 *5j:tJ« KM1750 CD VH <7> FR ^T5:yS!iEi?!|tc?5KC0ta|5li4:S:P^;rc 



i^ 1 16 





HSGI 


HSGII 


HSGIIl 


KM1732 


65.5 


51.7 


55.2 


KM1750 


67.8 


49.4 


54.0 



^(O^^. KM1732. KM1750 t^Xz.'^'zf ^ /s^—^ I tStffiiRl'ft;^Sigv^;li::^s^SS 
^-fV/v—-:/ 1 co^taiB^iJSrSffll^LTgLth VEGF S:^fls: Flt-1 thS CDR 

^mm^<D VH cor^yifeia^oSrSfhL. -^(^r^iy^ga^j^ri-K-rs cdna ^^^y^^ 

vyT^i/3>'ffi(J&lT. PCR jfe^r^lEi~5)Srffiv^T:eiTOJ:5lcLr« 

^-f. Stbh VEGF S^f^ Flt-1 ^/^Stf*: KM1732 (7? VH 

SStfch VEGF SSflc Flt-1 thM CDR ^ttgt#:<^ VH ^=3— K-f-^ cDNA cOfll^lr 

^J5gLfc(i^!7v^-<--7^^yi:ii^— at»)o^^Lfc#DNA*^ M ^ 
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*SJ:5t^:200 /z M dNTP(£?B3e*±^)^ 0,5 ji M M13primer RV(^M5tf±Si). 0.5 
H M M13primer M4 (S:S3gtt®!) 33 ctt/ 2.5 mtLCO TaKaRa Ex Taq DNA tKI^^-^ 
—if (^fiigttK) ^-^tf 1 f&«S<^ Ex Taq (^SitttSi) 50 n 1 iC;(jPx.. 

50 /z DNAi^-— ^/vi^-T:?^^— PJ480(^^— ^v- ttIK) {--fe 

^'hL. 94t:{:iT 2 5>r«1. 55^{3:"C 2 ^^K. 72^{^T 2 ^^COi;^>f ^J^/V-^ 30 i^-T^/W- 
fT>feo/Co ^SJS^R^ QIA quick PGR Purification Kit (=3erv?3.>^?±S8)^ffi V^T^ 

^ lOmM fy-:=^-*S®&(pH7.5), lOmM iS^b-^^^^^-v'^A:^^ J:rJ< ImM DTT t^h^f^^W.^ 
^^30 jtz uc;fjpx.. MJ:i20 Wi(7)^'JPS^^Apai(S:S^aM)^:(jpx.T37't:-e 1 B# 

r«1^iS^-^fCo i^SiCIl^^^^/— ^l-'^tKt. 50mM hy:^-M^(pH7.5). lOOmM m. 
^b:^^y^^^ lOmM ^ft'^^^--t-v-'^A, ImM DTT , 100 ^ g/ml BSA ^^V^ 0.01% h 

^-rh>'X-ioo t-^hf^^'i^m'^. 10 1 J::^P;t. lo ^{ucDf^ypH^^ Notl(SfS5t 

ML. ^ 0.44kb (D Apal-Notl STf^ft^*^ 0.5 n g [hHKLj^Co 

^S«?iil(;>2 (l)r-#^,tLf:::7^^;^^K pBluescrlpt SK(-)S*0 Apal-NotI Srf>t 0.1 
fi g ^±fST#bnfc PGR itiHW^i-CO Apal-NotI»fjt 0.1 g Sr^l: 10 n \(Dm 
®7Klc:ftD;t. DNA ligation Kit Ver.2(S^i3t^i:$^)^ffiV^Tffiffll^^.W«l^:^^&V\ 
Ufco r<7?j:5i-LT#btLfdaljl^>^^>^^KDNA }§^^g^ffiv^■r::*cJB® DH5 a* 

Ea?y4r=-K'1-S cDNA ^^t^mi2\^7r^l^fzrf=7:^%Y phKM1732HV0 ^ntLo 
phKM1732HV0 IC-^^tbSgtth VEGF ^^W^ Flt-1 efS GDR S^ffi^flSO VH (J^JL 

T. 1732HV0 tm^'t^)(omMm3\i:mnm^^i^^vrr%jmmn^mm 

90 {CTj^LfCo 

fitt:h VEGF ^mW^ Flt-1 •^'?;^^yi5^t3— :?-/uetf|s: KM1750 <7) VH tcS^-TSfitt 
h VEGF g^fls Flt-1 \iVm GDR ^«&tfls:0 VH K-^S cDNA C0«l6i^^:oV^ 

Tii. ffi^lJS-^ 32 t^h 37 (^OJfiSia^y^W't-^ 6 *CO^^ DNA (lM7y^^- -X^yc 
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— K-r-S cDNA ^^tJ^:f'7:^Kh^ phKMlToOHVO ^mtZo phKM1750HV0 {Z^-tH^ 
Stth VEGF ^Wff FIt-1 thM CDR VH (J^T. 175OHV0 t»m^^)(D 

(2)a*P<^5eh6lffCO VL CO^Sia^lJ^S^^-rSfetth VEGF Flt-l thM 

CDR ^fitetfls:*^ VL ^=i-F-r^ cDNA CC^WH 

y\ -IVCHSGI -IV){3:^^L. ^i^::^'^Vi/-:/fe(r.iti§|E^ij;|rf^:^L/co 
^tt^^aia?'i^Sii<^L'T|n[t:h VEGF Si^ft: FIt-1 thM CDR ^Itl^frcD VL (D 

3^^Vl— ::^(DtbtrCft:c^) VL (7)^iiifi^lJ<Z) FR (DT^/mM^^ltm^h VEGF S^fr 
Flt-l ^/VKfls^ KM1732 :^foXn KM1750 CO VL (7) FR (T^T^yg^ia^O 



m 2 m 





HSGI 


HSGII 


HSGIIl 


HSGIV 


KM1732 


66.2 


57.5 


62.5 


63.8 


KM 1750 


68.8 


63.8 


68.8 


70.0 



^<D^^. KM1732 1 KM1750 

I ^^n^rfiT/i^'-':^ IV <7)#fciiiB^iJ4-^«li:LT6i:th vegf Fit-i 

thM CDR ^ttfit^c^) vL (or^ymw.^^i^w^nu ^(Dr^ymmm^=^-h*ir^ 

cDNA ^ pgr ^fe^ffiV^T£AT^0J:5i-LT«®Lfco 

^i*. tats VEGF §:^fls: Flt-l -r^:^^y:;l7n-:^/Wgtfls: KM1732 (75 VL [ZL^Mir 
-Sfefcth VEGF Flt-l fchS CDR ^1tttn:f$:<7> VL — Kf^ cDNA 

oV^TJ^T{:lmPJi~ao ia?JJ#-^39^^b44CO:^Sid^y^Wt-5 6 ^CO^^ DNA ^ 

'g^^£L/c(if!7T=V ^iJ/yPv^-aSi), ^^L/c#DNA^SjS^^i;g^5 0.1 /i 

?fe5ci:^iC200 |z M dNTP(^S5ttti;i). 0.5 fj. M M13primer RV(SM3ttt^)^ 0.5 
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fi M M13priiner M4 (SffijgtfcSS) *5 J:T>^ 2.5 ^•^(D TaKaRa Ex Taq DNA 

-if (^M3£?±®) ^-g-tf 1 ^mm(D Ex Taq imm {m.m^mtm> so n \ izmk.^ so 

L. 94^{CT 2 ^J-ft^. SSTCtdT 2 72^|CT 2 30 1^-<^5'y^-^TJfe 

ofco I^Ri^^flJ^ QIA quick PGR Purification Kit (^Tv^j: W±S^) ^T^f^CO 

50mM M;;^-4g^(pH7.5), lOOmM M.it'TWyd^, lOmM :^ft:-^:ir^4^v'r>A^ ImM 
DTT:^Bi:t/100 ^ g/mlBSA i^^^^'^^^^^S 30 I |c:dPx.. SiClO ^ecO^IJPf j# 
^ BcoRI (^rl3tttM):ib^J:r;^MPS^^ SpII(^®atttS)^^JP;^T 37t:-c 1 HfP^R 
/S^itfeo ^K}t-W.^Ti^'^—::=^^/'l^WM.WM\^X^j^m\^. %^ 0.39kb <7) EcoRI-SplI 
^^r^^ 0.5 M g lH]iKL/Cc 

^*^'Jl(7:)2(l)T#^nfc:7^^>^^KphKM1259LV0 Efe^(7:) EcoRI-SplI ||^f>i* 0,1 ju 
gi:_LIET*#^)tlfzPCRli*MBfrjt60EcoRl-SplI^>t 0.1 ^ g^^SlO lOMffi 
7K{-aPx.. DNA ligation Kit Ver.2 (SSit1±M) V ^T^^m^^:S^C^^&l/ ^, 

^=3— K-f S cDNA ^-a £f|^14JCl73^Lfci:7"7>^^K phKM1732LV0 ^#/Co 
phKM1732LV0 {C^*t^.SS^:t:^ VEGF Flt-1 thM CDR ^WStfrtT? VL(^ 

T. 1732LV0 i:^lBi-S)<7)S:SE^yS:ifi^J«^ 45 *5j:t;fT^/g&ia3?iJ*iE?iJ#-^ 
92 

*tth VEGF S^flc Flt-1 -^!>><^^y^n— -^.^l^Stflc KM1750 c?5 VL iCfi^-TSStt: 
h VEGF §:^fls: Flt-1 thS CDR ^ffiStflccO VL ^^^-K-rS cDNA <D«®{e:oV^ 

iEti^^(^KiS4'm\ mi^\z.7r-\^f-n^<Dr^jmmn^^—v^'ir^ cDNA^-g-t? 

rfyT.^Y phKM1750LV0(]V)^#fco phKM1750LVO(IV)i::-^-itb'5j7Lth VEGF 

fls: Flt-1 tbM CDR ^fitia<$co VLLWT. l750LV0(lv)i^fe.f S]co4£Sia^iJ^iE 
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fz. S ^(DT^/mmm^^^^—h^ir^ cDNA ^^tf phKM1750LV0(I)^?#fCo 
phKM1750LV0(I)|::'^*n'5fiLth VEGF Flt-1 fchffl CDR ^<aSl*cO VL 

ISIT. i750LVoa)<^^fE'rs]coiaSiB^J^K^iJ#-^7i :iBJ:OtT^y^ia^J^ia>?iJ 

s CDR ^m^^(D^m.^^^-(^m^ 

WO97/10354 \z.w,M(0\iVi\i^^m^m^>'f^i^^yV-<^^—pKhmEX^':^ 

"O^^MMl ^03 (1) , (2) -T:1#btbfc^t:b VEGF Flt-1 MVm CDR ^mUf^CO 

V^i^^Srrj— Ki-5 cDNA ^-a t?:7"^::^^K phKM1732HV0, phKM1732LV0. 
phKM1750HV0, phKM1750LV0(I)*5ci:lK phKM1750LV0(IV)^ffiV ^TJatrb VEGF S 

Flt-1 fc:^M CDR ^mtfii^(^^m.^i^^-^^jsT(DXo\zLxmmi^t^. 

fctth VEGF S:^^ Flt-1 '^^7>^^^/>:^n--:^/Vi5t#:KM1732 JCfi^fei-^fett 
b VEGF giSfls: Flt-1 1 CDR ^*i[l7L^t:co^^^^^-(^«||i::oi/ ^r J£jLT{e:IS^ 

:7'^:^^K phKM1732HV0 CO 5 // g ^ lOmM h!;;5^-:HK(pH7.5) . lOmM mt-^^^ 
ImM DTT 10 1 iClJ!lPx.. Ml^ 10 WiC0$lJPHi#^ 

Apai(^jgiti±K)^Ap^T 37't:T' 1 mmK^^'^fz.o mRPS^m^=^^y^-^i-ticmL. 

50mM (pH7.5) , lOOmM ^iti^hVi^^. lOmM i£<l:-7"^^v'!>^. ImM 

DTT, 100 /i g/ml BSA^3J:I5 0.01% h^-Th^- X-100 10 m 1 l-tin;t. 

Mir 10 m^(Dm^mm Noti(^mmikm)^m:tx 37x:x i Btras^c^-^fco 

*&?0[^T:«fa->^^/VS^^»|rT^>iaL. 0.44kb (7) Apal-NotI »f>^^^ 0.5 ^ 
g UllXUfCo 

S^I^CO Apal-NotI »f>t OA ^ g t±sE.X^htltiy^'7:^^¥' phKM1732HV0 
Apal-NotI »>T- 0.1 M g ^^ft 10 ti 1 C0lS^7k{::;!lP;t. DNA ligation Kit Ver.2(^ 
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l.tz.Zf'^y^^}^ PKANTEX1732HV0 ^#fCo 

^#bi^yh::7'^;^^K pKANTEX1732HV0 <D3 n 50mM M;:^-iSS&(pH7.5) , 
lOOmM Miti-hWM.. lOmM ii:'ft:'^^^>i>''^A, ImM DTT *3j:t/ 100 ju g/ml BSA 

7!)^h^j:^mmm lo m i S-^UDx. JEJc lo *<i«7:)SiJKS^* EcoRi (^fi5£ttS8)*5J:rJ? 

mmmm splI(^^g^^±®)^:^lPx.T 37^t i b#wk^&^^;^cc ms,mm^r^u- 
:^y/i-mn,^H^m\^x^mL>. m i3.20kb <d ecori-sph mn^m i m g nwxufcio »: 

t::, >^^:^^KphKM1732LV0 (D5 n 50mM hyx-*^ (pH7.5) , lOOmM 
hU^i^. 10mM±i:>fb-^:^^^-t-v">i^. ImM DTT *5j;U^MO0 /z g/ml BSA ^^^J^^SHaj^S 

10 /i 1 {zMk.. M(c 10 #f5:c^^iJI5SP^ EcoRi(Srgit1±M)^5J:t>'^iJPH^^ SpiKi 

l:LX6^mi'. 0.39kb EcoRI-SplI W^t-^I^ 0.5 ju g lUfeL^^Co 
Ji|BT#^n5^c:7°T:^5:KpKANTEX1732HV0 ^5t5C7)EcoRI-SpII^>^0.1 /2 g 

^;^^K phKMi732LV0 EcoRHSpii m}i 0.1 m g 10 1 oMffi7K(::;^JD - 

X.. DNA ligation Kit Ver.2 (^MitttK) ^ffiV ^T^^ffim0>g*^-^^^V ^, S^LfCc CCD 
J:5}-Lr#bHfc«Lt6;t:7'^;^^KDNA S?SSrfflv^T:^^S&® DH5 aWiWimmm 

f±m)^mmmw^u mirjji^LifceLthvEGFs^j*: fh-i t:h^ cDR^mmi^(D 

PKANTEX1732HVOLV0 ^%fZo 
Sifch VEGF g^fls Flt-1 '^^7^-=E-y^n— :^y^^^fls: KM1750 tdfe^Ki-Sfiith 
VEGF Flt-1 fchM CDR #W:^f^:^O^m-<^^^^$'-^^«^^-oV^T^>. Jif2^l^ 

««^S:/^:SrfTV\ Ell84aJ:D?ia34lc::^L;feStt:h VEGF S^fls Flt-l thS CDR 5gJ 
Wfttff*?5^S.^:5'^^pKANTEX175OHV0LVO(IV)4^3it;« pKANTEXHSOHVOLVOd) 

4. sttb VEGF s^flE Flt-1 }ihm CDR ^ffifitflccD V ^gftgc^ FR <z>r5:y^ga?ij<^) 

Stth VEGF S^fr Flt-1 -r^yutt^*: KM1732 *5j:i;f KM1750 V 
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VEGF FIt-1 \ihm CDR m^tfii^<0 V «^(?D=i>'l:V-^$'-H»C7C«5t^ 

y'/uirmm. it.mmm't^^itizLX^. #fitth vegf ^^i* fu-i cdr ^isfet 

V FR (DT5:y8feia^i]i:#$itl- vegf Fit-i -^^^^^-^t/i^iu— if/u 

vegf ^^ff Flt-l thM CDR #1t©L#:co V FR ^7>T^yilE^Jic::^SV^Tt^ 

VEGF SiSflc Fit-1 <t(Ojg'a^tcSSfc#;^6>ner5:yK^S(Z)ffiB^l^^i^5w<Jr^ 
^mfLfCo ^(D^^^^ tn:t:b vegf gi^fls: Flt-1 ^'j7>^^y^u— :^/u6t#: KM1732 
*5fei~5tn:t:h VEGF ^mi$- Flt~l CDR ^ffi^TL^$^^-oV^T^^. VH {:i:J^v^r@B 

67 i\L<DT/l^^=->-, 69 >f50;^l^;^:=^^^, 70 ffico-f V t:i-<>^>^. 82 fecO^VV^^^^^, 
93 {ilCOz-^yv-COfuKj^^ VL {^^\y^Xmn^^'45lzmm(DT^jm&^\l(7) 39 fi(5:):7" 
tiy^/, 45 fiOn^iX^, 46 e«7)n^i/>-, 69 SCOT;^^^^^^^, 70 ficOT^znn^/l^T 
^^^(7:)eg;a5t:b VEGF g^^*: Flt-1 i:c:o*g'^{:::^oi' ^T*^/=^^SIi^WcLTl/^-5 

iith VEGF ^mi^ Flt-1 *^5'>?;^y>/t2-^/U'J(fc#: KM1750 tC*5fe"t-5tn:t: 
b VEGF S^flc Flt-1 thiy CDR #tS[gtfls:^^o^/^T^i. VH i:i*3V^TiB^J#-^38{r 
l5«<??r^ySgia5?IJcD 3 U(r>^^^^^>. 67 fficOT/^^^e^::^^'. 82 84 

ffi(7>iry>', 95 fiLCO^nv'>'(7)fi:B>6S, VL t^:*5V^Tia^J#-^ 71 tc:|B«cor^yg^ia 

^IJO 17 {M:(DT:^y<^^>'m. 18 teC^r^W^^^^-, 39 ffiOT/ny^-, 59 69 
fi£(7>T>^^<7^^>'^, 70^2(D:7;ii^/WT^^>^coffie^sehvEGFS:^#: Flt-1 t(DtS 

fzLW^h VEGF Flt-1 fcbS CDR ^*l6t<*CO#T^>'^3SE(7)ffiKt;iOV ^T. 

^Rr^. ttth VEGF §:Wfls: Flt-1 "^9^^y^^^^'---^/U^^ft:cr);^B S-TSffiBt-av^ 
Ui$n5r^/ii&^S-.(^3fc^^fj9Ct{cj:t9, trctb vegfS:^^*: Fit-i th^ cdr 
S^ttBL(*:<^>l::h VEGF Flt-l {;iM-t-^JS^®tt^Sc^r-#5rt^73^bTV^5o 

Stth VEGF Flt-1 '^^::^^y^r2—i-ju^{^ KM1750 ^zm^'t^m.^h 
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VEGF ^^i^ Flt-1 ^hW. CDR ^fflSl*COH^frol ^T^i. t^ VEGF g^fls: FR-l 

<D4'-e3®g(82 &:<D^/U^^lym. S4U(D±V>'s 95 ffiCD^n->'>')Ofiz:B^5i|#i-fi 
^Tfe'5^#X.^tT.S(Z>-e. KM1750 \Z.R,m^t\.^MJS^mm(S2 ULiDr^U^V^. 84 ffi 
CDT/l^=^^>'> 95 fficD:7:tj:i/V'T^r:.V)^Blfebfcr^y^ifi^lJ^=J--K-ro cDNA 

* PGR fe^fflv^r£JtTC0J:5^-Lr«^LfCo 
E^J#-^72;&^b77cZ>JgSiS^IJ^Wi-S 6 DNA (•^r7y='^ — XiJ'/ai^- 

aS^)%J^V^T PGR jSfeiCj:t)*^ 0.39kb Mrol-Apal Wr^t^lUflXLfco 

:/^;^^K phKM1750HV0 ^MMM^ Apal :^^cJ:T)« Mrol T^Sfts 3.04 kbCD 
Apal-Mrol ^>H-^llIIiXL. ^m-CU^nti PGR ±i*I^>t^ii^L. 

oT. i^^ga^o^*^L/^7i$&m. g ^c75T^y^ia^u^^-K-r^ cdna ^-^tpm 3 5 

i^^Ltz.y'yy^^V phKM1750HV3 ^#fCo 

phKM1750HV3 {C^^iX^^rLth VEGF S^ft: Flt-1 thM CDR ^m^i^(D VH 
(JeXT. 1750HV3 ^SId'r5)(^:^Sid^U^id^J#-^ 78 J:iJ^T^y^iS^fJ^ga^lJ# 

# 95 tri^LfCo 

(2)FR(?:^r5:ySg^3ScigLfcec^MthM CDR ^W[feL^$:(3C»VL^=i-K-r5cDNAt^ 
«^ 

$tth VEGF g^fls: Flt-1 -ei^^^/iJ^D— :^7^6tflc KM1750 tcft Jfei-^Stth 
VEGF ^mt^ Flt-1 fchS CDR #«K:»C^L«^:loV^T^i. th VEGF g:^* Flt-1 

3a£<Z>4i-C4BS(17ffi(DT;^/^^:¥>'®. 18 ffi6DT/l^^=^>'. 69 fi^(^r;^>''?^:3r^^ 

70 ffiCO:^^:— /Pr^:=^>')C7)ffi:e;&^ KM1750LV0(I)|3:j3V^Tf^4tJ::fi^Tfe5^% 
^n5<30T% KM1750 \^M.lti^t\^^MJt^nm(l7 &(Dr/l^^V^m. \%{1L(D^/Vdf%l^ 

cDNA ^ PGR feS^ffiV^r^£JfTcoJ:?^^-LT«iiL/Co 
E^lJ##79;0*b84COte£ga^J^W-t-5 6 ^cO-g^fiK DNA(1M77=V — "T^ynt;?— 
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^^:i^)^fflv^Ti:lE<^lll«lcos^£;:^^TV^, mseiz^Ltin^<DT^ymmn^='—h^ 

cDNA ^^ts^-Ty:^^}^ phKM1750LV4 ^#fCo phKM1750LV4 \Z^^tv^^\lh 
VEGF Flt-1 tMJ CDR ^ttESiflccO VL(i^T. 1750LV4 t^mirhXO^^ 

ia^J^E?'J#^ 85 *3i:Ufr ^/g^E^J^E^JS^ 96 ^cffkLfzo 

^JfeiWl(^)4 (3) -^'S^btltm^h VEGF Flt-1 CDR ^ffifet^^cOVM 

*i!c^=3— K-r-S cDNA ^-g-tPTT^^^^^KphKMlTSOHVS, phKM1750LV4. *5J:TJ«. ^ 
JfefiSJlCQS (1) , (2)T#f5^X)^ci>^^;^^K phKM1750HV0, phKM1750LV0(D. 
phKM1750LV0(IV)^ffiV^T. FRCOT ^y^^ec^Lfce^^^trCt^h VEGF 

Flt-1 ths CDR #ffiK:#:(7)^Ji.-<^i5^— {31-01 ^r^^. SISF'Ji^^s (3) ^^^LTt:^ 

l[i:tmm(DmJt^^m\ [1137, 11138. |1]3 9:|b^J:r/ID40 J^Ti^LThSlC^Maith VEGF 

Flt-1 bFM CDR^1ii{n:^*:O^J|,-<:^^^— pKANTEX1750HV3LV0(I), 
pKANTEX1750HV3LV0(IV), pKANTEX1750HV0LV4, pKANTEX1750HV3LV4 ^ 

KM1750 •vr>;^H^, KM1750HV0, KM1750HV3 c7)T^y^ia^j^|gl45{:i7T^Lfco 
KM1750 -rr^^L®. KM175OLV0(I)^ KM1750LVav), KM1750LV4 COT^/^ifi^lJ^ 

jajft;tr^^>^^KpHKM1750HV0 Sr^-fS^C^S DH5 a /pHKM1750HV0, Mlft 
;t:7'^:'^^KpHKM1750HV3 ^*-f DHo a/pHKM1750HV3, 

::^^K pHKM1750LV0(!) ^^'r^:kmW XLl-Blue/pHKM1750LV0(0, 
:^^KpHKM1750LV0(IV) S:;'cJK0 XLl-Blue/pHKM1750LV0(IV), 

^X^KpHKM1750LV4 Sr*'r5::k:J»S DH5 a/pHKM1750LV4ii. ^n-^n 
PERM BP-6719, FERM BP-6720, FERM BP-6716s FERM BP-6717, FERM BP- 
6718 tUT. W-^ll^SM 12 0#ttTX|ilS$lfK^^X^^X|IS$lfW5£flff(B 

5. Jtth VEGF SiSi!*: Flt-1 th^ CDR #ffiK<*:(;o$83ti:?g-'tefP« 
( 1 ) pKANTEX 1 750HV0LV0 (1) , pKANTEX 1 750HV0LV0 (IV) , 
pKANTEX1750HV3LV0(I), pKANTEX 1750HV3LV0(IV). pKANTEX 1750HV0LV4 j3 
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pKANTEX1750HV3LV4 ^fflV^^^htfcth VEGF SiSfls Flt-1 thS CDR ^fflEfii 
flECD^^'K^n— ^ YB2/0 ittljiaCATCC CRL1581)-C(?5^^ 

YB2/0 mf^^(Dtji\ih VEGF s^ft: Flt-1 CDR ^mmi^mm.^^^— 

pKANTEX1750HV0LV0(l), pKANTEX1750HV0LV0(IV), pKANTEX1750HV3LV0(I)v 
pKANTEX1750HV3LV0(IV), pKANTEX1750HV0LV4 :^^XJ^ 

PKANTEX1750HV3LV4 t^^At^^M^JlOl (1) iiiU'iS'hcr;^!/— v^a^-fe 

[Cytotechnology, 3^ 133 (1990)] \ZX^7^tio 

mMmi<D4m O) -Vmbtltc pKANTEXHSOHVOLVOO, 
pKANTEX 1 750HV0LV0(IV), pKANTEX 1 750HV3LV0(I) , 

PKANTEX175OHV3LVO0V), pKANTEX 1750HV0LV4 :^XXJ^ 

pKANTEX1750HV3LV4(Z)'^tt-?^tL5 g ^ 4 X lO^^gcO YB2/0 ^M^^^A^ik. 
40m] CO RPMI1640-FCS(lO)i#it&[#^j3^i.f.lk?t(FCS) ^ 10%^^^ RPM11640 ^miB 

^7^1:71/^ 0^?iL/-o 5%CO 2^^/:^^-<-^ — F^T' 37°C, 24 ^m^^^ik. G418(^y 
=I^±M)^ 0.5mg/ml }:i/c^5J:9i'imAPLT$^.i:i 1~2 MP^Ii^^LfCo G418 

iRL. ±«4^(50fiith VEGF Flt-1 tb^ CDR ^mi^<0^^^mmmi<02m 

ig«Jl^t4r^^:Kt:h VEGF ssft: FH-i ths CDR ^mffti^<Dmi^mm^nfz 
Flt-1 tbM CDR mmiAt^^^Mir^mw^mmmmti^fz^ ^m.-^^^- 

pKANTEX1750HV0LV0a). pKANTEX 1750HV0LV0(IV), pKANTEX 1750HV3LV0a), 
pKANTEX 1750HV3LV0(IV), pKANTEX.1750HV0LV4. pKANTEX1750HV3LV4 

in^timALx'^htifzmKmvm. -tf^t^h. m^h vegf Fit-i ^y^n^ 

:^/^SLft: KM1750 fiS^COftth VEGF FIt-1 thS CDR ^mijCi^^^m-t^ 

J^Wm^^(OmtLXntL.X\-±^tl^*th KM8550, KM855U KM8552. KM8553, 
KM8554, KM8555 f^^^ifibn. ^M^^m-t^U^h VEGF Flt-1 CDR 

5^1£^^L#^S^^i^^n KM8550, KM8551, KM8552, KM8553, KM8554, KM8555 
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ifebfco mibinft^mwmmmm^->'(ow^hvEGF ^mi^ fii-i cdr ^ 

(2) Sifch VEGF Flt-1 fcb^ CDR ^«5t»:oi#^±?f 

^i£Wlc05(l)T#bti.fcM:th VEGPSSfls: Flt-1 t:^^ CDR i^ffiSift^i^i^t* 
KM8550. KM8551, KM8552. KM8553, KM8554, KM8555 ^ O.omg/ml G418 tr#t? 

GITJtie(0;*:K^aM)t-i-2xio«*Bjia/ml i:?fe^J:5t:i®SL. I75cm^:7^;^=j 

?±8!) {^1 200ml -f oH- 5 *J^:&i^LfCo 5%C02^>'^rL-<— >5^-rt-e 
37*0. 5-7 0raJ#«L. =i>':7/lxa^>'Hc/^om;^.-e#i#«Ji«^ 1.1'-2.5L SriHi 
ilXbfCo 1ml cDv^ni?-/:r A(^<'Y:t"*7'nir^;/iy^/^^''aM)^^^^ 10ml (D 

IM ^*Ui/^/-0.15M NaCi(pH8,6)^fflV>r lmI/^:><7:)gfciST:;^7^i^^?5fc#-L7to "StW^. 
±m<D^O\Z.mm:\.fz.^'cV VEGF ^Wf$: F!t-1 thM CDR KM8550, 
KM855U KM8552, KM8553, KM85o4. KM8555 ^"a tPlg^±^ff-^tL-^^H 2.3U 
2.5L, 1.9L, 2.4U I-IU 2L ^ 70ml/B#(;oS^"i::^ v^n-fe-^/'T' A ioyMz.m^\^tLo 

lOml (7) IM ^^^^v-^^-O.lSM NaCKpH8,6)^^V^X Iml/^T^cO'M^-^^^Wi^fzM. 
pH6, pH5, pH4 (D 50niM :;5^:x.^^®g|itrJg# 4ml X^^^m^^Wl^. 50mM 
j|i«S(pH3.0)<£r 7ml ii^LTthM CDR3^iafet<*:^l^ffiL?to ^coJg^. fetbf 
VEGF ^mW- Flt-1 CDR ^ffijcftf^^ KM8550, KM8551, KM8552, KM8553, 

KM8554, KM8555^S:etV-^m.lmg. 1.8mg. 1.6mg, 2.2mg, 1.3mg, 1.6mg#btbfco 

JRKLfcJiith VEGF SiSft: Fit-1 thM CDR ^WStfls KM8550, KM855U 
KM8552, KM8553, KM8554, KM8555 HSfiWl^O 2 J® (3) J^L^bfc SDS-PAGE 

Sitf VEGF S^fls: Flt-i thM CDR ^WKlfls: KM8550, KM855U KM8552, 
KM8553, KM8554, KM8555. U1&Ml<D 2 ^(4) t^:^Lfc6tt:h VEGF Flt-1 
thM=¥p«^6tfls: KM2550 ^3j:-?>*=i>'bi2^7PthS CDR ^ISStft^^bTtb igGl 

;tf>'i^y:^t^K GM2 i^l^^&L. VEGF Flt-1 tdfl^JJ^U^V^ KM8969 

10-257893) ^^;M^txi*ibL. rt/-:/yyr>'K://v— ic-r^feLfc, 

-^©3^11^041 t;i^Lfc„ fchM CDR ^ttfeift: KM8550, KM855U KM8552, 
KM8553, KM8554, KM8555 II. ^STC^i^TT-Jt^-T-ft^ 150 ^n^/Ph^-Jc IgG 
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(Dy<l^\^:^mi^hti. STC^ffTTt**^ 50 ^v^y/uhl^iz H «(?5^^>'K;d^ m 25 

MTL^ki'i'Tx-n^ti^ti 2:^<DH m^xn L m^m^^fi^^^'T-m 150 :^a^>ri. 

h^'fiO^J'^cirLT^^Ei-Sr^ir— a:L> thM CDR ^Wetff KM8550, KM855U 
KM8552, KM8553, KM8554. KM8555 ftIEUV^«5t<;C>*^:^*:5>^■CfeSr<^^5:^^tLfCo 
(3)Kt:K VEGF S^ff FIt-1 thS CDR #fiS=^;^^6tffOt:h VEGF g^ff Flt-1 

fSMJath VEGF Flt-l th^J CDR ^ffiJrC* KM8550, KM855U KM8552, 

KM8553, KM8554. KM8555 ^ JCl^ffith VEGF ^^ff Flt-1 thM=^;^^^nLi* 
KM2550 (?:>t:^ VEGF Flt-1 i^l^t^-r^S^-a-^^tt^^ffi^sryicO 2 (5) C7)^jllir 

bJ^n-h-r^ Flt-1 7N f^2;U g/ml i^HHl^L. ffiSSRflsJt^^ 1.23 — 
900ng/ml -^-Vmit^^ti (3 o 

^^O3tgm^ll42|c:7rr-ro Stth VEGF S^f^ Flt-1 th^ CDR ^ffi^tfr KM8550. 
KM855U KM8552, KM8553, KM8554, KM8555 *5J:-0«:Stth VEGF SSi* Flt-1 t: 
hm^;^y^t^ KM2550 f^Si(*:iBafiS#fr5{-tb VEGF Flt-I 7N {Zl^^Lfco 

ttth VEGF SSfls: Flt-l thS CDR ^«£tfti*: KM8550, KM855U KM8552, 
KM8553, KM8554, KM8555 :iSJ:TJ?titt:F VEGF S^fls Flt-1 thM=3E^;^'75t* 
KM2550 COjS^ffittf^iai^ l^#TfeofCo ^-=>X. ^^^(O 6 Scoth^ CDR 
gL<4sf^l::hm=^;^^ST:ff KM2550 ^Z)WrS^£^Stt^^^}tLTV^5r^;^5^P:>:^:*^/^o 

fttr, Stth VEGF S:^* Flt-1 \lhm CDR ^ffittf* KM8550, KM8551, KM8552. 
KM8553, KM8554. KM8555 joJ:'atgLth VEGF Flt-1 tha^;?«^ftfls 

KM2550 (^s$^»s+4Sr«if+-rsfe4?>tc. 5 mm(D-^mmhvEGF ^mt^mmi^^ 

>'^<^MF\t~l 7N, Flt-1 3N\ Flt-1 2N (W098/22616) , Flt-l 7N,K2[MM^U(D 

2(6-5)]. KDR 7N[^ft#ijico 2(6-5)] {::^i-s^jj;t^^^^^S;l[l^t:fe^ffiv ^-c^t 

WtLtio 96 ^'^/Vi^ ElA ^'T'U — h{^B5*^ii:5Wm4t:S VEGF ^^<$:^^»f$S 6 
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■^CD^*:£r^43|z:7F-ro ©Lth VEGF Flt-1 thSI CDR ^fitStflc KM8550. 

KM8551, KM8552. KM8553, KM8554, KN48555 *5J:tJ«ST:th VEGF g^ft: Flt-1 
M^T^^feLft KM2550 n±Xmm(DRft^!l^mi^^7jkl.. FIt-1 7N, Flt-1 3N. Flt-1 
2N }^lSi£L, Flt-1 7N.K2, KDR 7N }c:t^^<;KJSL?fe;«i^ofco /W^tft: 
'T?^6gLGM2fchS CDR ^IIHtl^ KM8969(#M¥ 10-257893) 

CDR #ffiStfl£f:ith^:3P'^mftc KM2550 <7>=fi-i-5^■^#Sffi<l^^!S:^#LTV^:5rt^S 

felt h VEGF S^ft: Flt-1 thM CDRSffiJn:f*:KM8550, KM855U KM8552, 
KM8553. KM8554. KM8555 iJb^^-O^Kth VEGF ^^fls Fit- 1 thM^T^^feiff 
KM25oO i:i^^tbVEGF i^tf VEGF Flt~l CQg-g^Pl^^t^^llffi^tJlCO 2 3S 

^^mmtl^tio ^C0^:^^Iil44il7K-ro ll44ir:^LfcJ:9{^feLtK VEGF 
Flt-1 thM CDR^ffitn:f^ KM8550, KM8551, KM8552, KM8553, KM8554. 
KM8555 :fcJ:tJ«*T:bh VEGF §1^1* Flt-1 tlhM^;^^^!* KM25oO ^^fetfr^t^fe^ 
Kitilth VEGF ^fcb VEGF SSfls Flt-1 OS$^«rP£SLfco 4/:i> t^oX. ^mm-^ 
m^Lti 6 SiOthM CDR ^tt:6^L^*:^ih:^M^^^Slff KM2550 O VEGF-Flt- 

h VEGF Flt-1 3N «3S-<:5^;5?— COHIIS 

fch VEGF §:mt^ Flt-1 <7)N5|^ffiT^y^:^^^, 1-338 # g ^>i5^■:^>'^'iB^lJ^^tp) 
Pl^iit h VEGF Flt-1 KffK- (J[^T. "^^tt^h VEGF S^fl^ Flt-1 

3N t^^-t)^mm^'t6f:ii^(D-<^'$^—^UT(^^mX^i'^mLti, "^m^th VEGF ^ 
«ft Flt-I 3N ti, Pl^ttth VEGF Si^fls: Flt-1 £O«BJ3a^MJ|EC0N*iefty:d^e>3fi 

VEGF Flt-1 CO^^S cDNA K^f 6 cDNA ^^^n— flt#3-7 
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[Oncogene, 5, 519, (1990)]^ EcoRI t TaqI <DmmmmmiZJ:^Ul»mmi^. S'^t^ 
1263bp CO EcoRI-TaqI DNA mJiirmHSLl.. ^^^^^^^^y^/l-^^^^m^m^l^^^^ 
^— PVL1393 (-^V-t-hnv^aiV^hiS) CO^KU^-Ky (Polyhedrin) mGl^(Om 

^mii^^.<DTm. 5MIIJ EcoRl j^J:t/ 3'ffliJ Not! g|5ffi{^> A*^lc:jSI-^=iK>'^»AL 
fc Taql-NotI T^^^^V^-- (i£^rj#^53:^b^ J:U5ia^y#-§-54(:^^Lfc:^Sia^^^ 
^^DNA)^^V^Tm.^^iA;^, ^M^^^hVEGP ^m^F\t~l 3N ^J|.-<>J^^— 
pVL1393/Flt 3N ^f^ML7^c(!^19)o 

(2) oTjgtttf VEGF Fit-l 7N ^m-<^^-<^Ot#^ 

fch VEGF Sr^ft: Flt-1 (DN^i&r^/mt^h 1-750 # i (^/r:^/^'ia^rJ^'^^j*) {- 
ffiSi"^^®ttth VEGF ^mi^ Flt-1 »r>t- (fiilT^ "^^ttth VEGF SSflS Flt-1 

7N tm^)^^^'r^t-i^<D-<^^-%:UT(D^mx^i¥m\^t^o i^r^etrh vegf ^ 
^fls Flt-1 7N "sr^i^th VEGF Sr^ff Flt-1 <Dmm^m^(D7m<D^j^/^^r2:f 

flt#3-7 :^n— ^/[Oncogene, 5, 519,a990)]DNA 10 ng, joJ:iK, 10 mM 

l-^:^^KHy>'^(deoxynucleotide triphosphates) ^"at? 10 mM MgClg. 0.001% 

(w/v)if 100 /i 1 i;i 2.5 units Taq if ^;ljpx,fCo S/Si^ 9ot:-e5 

1&f^(Dmmmi^tz.m^. 95t:T- 90 #rBls 50°CT* 90 #Pb1, ft^}:! 72t:T* 90 &m(D 

^yp«^— if-^^-t'>'-yr:^v'3>'(pcR)^3o [p]j^J95iL. DNA mn^^ui^fco rco 

DNA »f>T*^HindIlI(nt#3-7 ^-C 1893bp Ofillg) t Notl ic:J:»9SI®fL, 610 bp 
<0 Hindlll-Notl DNA Sf/t*. flt#3-7 ^u—>^X' 1894-2499bp »rit^J^*&=JK 

l^^XX)^ NotI mmSm^^ts^ DNA Wf>H'^IiIItKLfCo flt#3-7 ^u^l^^ EcoRl 

t Hindlll <^P5SfJRSia^^ic:J:«9^»fL. S'^ffiji^b 1893 bp O EcoRHHindlll Wf /t-^IU 
(XL/Co iKV^T. 610 bp CO Hindlll-NotI DNA Sff/T*, 43J:t/. 1893 bp EcoRI- 
Hindlll m)i^y<^zru^y(/U>^iAm^M^^^^^^-'pVLlZ93 zf^y^^}^<D^])^}^ 
Vl^{Po\yhednn)m<Bil^(Om^mi^M,CDTi^ SMftO EcoRI :|oJ:D« S'^K! NotI |?|5fiL(;i|a 
^i^^. Bj^Stith VEGF Flt-1 7N ^m-<i!^^-pVL1393/Flt 7N SrftKL/b 

(1120). 

(3) m*.*fflj|Si::J:5 RTM^t^ VEGF Flt-i ^^^fT5/ti»^com^lfe^e7^'/i-:=^ 
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K-rs cDNA ^^^fj^z^yy^^h*\zm^^umutm±.M^^/i'^thy>^ 

TMN-FH >-ir^M7^V^i^ (yr-V^i^=^>^±m) t-ri#«L/c^^^J5S Sf9 (:7 
DNA(BacuioGoId baculovirus DNA) , y7—V^i^=^>itM']^^X^i¥MLfz.hy>':^y 

r—^i!^^—DNA ^v^'7:j^^^:^m\^xmK^^:itim&nmmmm. 37, 

2701(1992)] ^c:J:t^^TV^m^«lx.^•^=^^^^t>'</^:^^J^Tt^J:5i-f^K 

(2)T*f^S^L7^pVL1393/Flt7NfcSV^Ji(l)r*f^]KLfcpV1.1393/Fh3NO 1 fi g 

i:iiai^^<=3e^t3t>^/^>< DNA CO 20ng 12 M 1 (oM^yi^\^1^M\^. ^^picy/jf^oi^ 
^^-6 /X I ^^®7k 6 M 1 i:SrSfPLfct>o^:/]Px^?UT* 15 ^^r^l^eLfco 

Sf9 mm 1 X lO^ffi^ 2ml (D Sf900-Il i#i{{l[^-7'^:n(Gibco) ?±M] i^^^L. ig^ 
35mm (Z^^jgStg^ffi^^^^^^^^^^v'i— U-fdA^fcio ^^l--blS^O:7^^:^^K DNA , M. 

m^ik. m^i^K.^^/i^y^^^t^mm±m imi ^^^Lfco v-^-vjzij^fr/c^r sfsoo- 

II mm iml ^;!]n;t. ^biii 27'C-r 3 0 rp1J#«Ul^tfex.:;7^/i.;^^^t>i#^ Ji'^^lr^ 
e>|r 1.5ml #;^Co 

Sf9 «Bia 2X lO^fi^ lOmI (7> Sf900-II i§*lfi{::!HI«b. 175cm' >^^x<i=i (i?"^>r^— 
«!) i::A;h.r^?aT* 1 mmWcmLxmm^yy:^=^\mm$^fz. Sc«1t-h«^l^# 

m(D^h Iml ^*D^ 3 0 fflj^^Lfc. iS*^Ji?S^ 1,500 X g TMO ^$>FB^iS.L^ 
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sf9 ms^ 6 X 10^ 4ml (D sfsoo-ii mmi^mMu b:^ eomm <D^mmmmm^^ 

-hJt^l^ttfl^cd Sf900-II i^* 400 //I ^ Sf900-II j#±tS-e 10,000 ft {;i*f?L>^_L 

tM^^^M^?\^:^mWytM7L'm.mrQ l B^fB^^^femLfcfl. iS*tli^l^# Sml CO l%{g;^ 
^r;^fn— ;^[r;^— :^7-r;^^n—JX(AgarpIaque Agarose), :7t— ^>'^/3i>'a 

0.01% h'7/I^U:yK^^t?PBSlinl^;!jP;t^^.{Cl 0^«L.fc^, fflmLfc:?"^ 

/ml co^7-^'/^':5^^-&^•ev^5ri:;5St>;^l^ofcc 

(4) S^fflte(c::j3tt^"5J^^ttt> VEGF SiSfls: Flt-l 7N *5 Flt-l 3N (T^^Jg., 3^ 

^^t4th VEGFg:#*Fit-l 7N:fc^J:rj? Flt-l 3N ^^iaXTc0j:9}-LT#fCo High 
Five 4X lO^e^ 175cTn^:7^;^3i (^W^— SM) i- EX-CELL'^^400 J^lfeORH 
Bioscience ttM)30ml Cl^^L. ^^^T I B#^1S$CML. :7^>^r:i (S)-^? 

#btL;^ch-^>^;^:7T pVL1393/Flt 7N :j3i:r/pVLl393/Flt 3N S5t€(5DM 

^«l;t^7^/l^:=<^^*^ 1-3 X 10«PFU /ml f^lg^T-^ti'^^M^ 1ml AOx., 2 B# 

ra^S^^i^rfCo iftSI-hS^l^tfrfctd 30ml 60 EX-CELL™400 J#Jfe 30ml tr;!in^ 
2rC|CT 3-4 9 raie«LfCo i#«*lTft. J*«±»^Ih1J|KL 1,500 Xg T 10 ^Wi 

tf^MCM^ 60ml CD-^/^lJ^-—- fe:7Tn— CL-6B ^/^[:7T/l-'*^t/T->'<-<::t^5/^ 
(Pharmacia Biotech) AB aM]*3te^L. 600ml 20mM MJ;=^-Sffi&(pH7.5)^g«JR 
^fflV^T0.5mI/5><^)8fciIT;^7^A^gfc#LfCo ^iBcoJiptrSISLfc^Sttl: 
h VEGF Flt-l 7N:^J:i;? Flt-l 3N ^-aWS^Ig 1000ml ^ 0.5ml/5>t^»Eit 

T*^>'<y>'--t:77P— X CL-6B ;t?^i^i::ii^Lj^Co eOOml CO 20mM m;::^-:^ 

®g(pH7.5)^fflV^r 0.omI/^>OM3i-e^?tUfc^. ffiS^^ia;^^ O M-I.IM <0 NaCl 
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20mM hy>^-4g:S^(pH7.5);&^^/^S*gW^S^ 600 ml ii^S^L. ^y^V^^—tyy^ 

VEGF S^f* Flt-1 7N :^3J:t;^Flt-l 3N ^^tJ^^^M^ eO'-SOml lElllXL. ±:l^hVzru 

SN^mmtLX^tl^'HSmi :^2:XJ^l3m\ (^fiSS^IiSSl /i g/ml ^3 J:t/ 204 
/I g/ral)#/c. 

(5) wT^^tith VEGF§:^#:Flt-i 7N :jac]:-a^^ Fit-1 3N (Dm,J&o:>mW^ 

mm^mi^^ih VEGF SSff Flt-17N ^XD^ FH-I 3N O^fiStr SDS-PAGE 
^^Tli^LfCo SDS-PAGE fi:SCSfclE®<:7):^ife [Anticancer Research, 12, 1121 
(1992)] \:i1^oti, '^Ma^ 5--20%^'7t>=^>'h^/U(Th-^±m)^m\^\ il5c^fr 
T'Cl—>'^f'^(Dm&WMti.X 2 n gC9Fk-l 7N J:tJ^ Flt-1 3N ^^tl^^tlU^ 

mu ^—'^iy—-:f])Vr>^hy/i--l^xm&\^tio m2U:i1^^^^]^f-^ Flt-17N 
Flt-1 3N (DMSf 95%^^Jz-efcofc:„ 

(6) Br^^ttt:fvEGF§:s»:Fit-i 7N Fit-i 3N ooMmMmm^w^omm 

■ei^ttth VEGF Flt-1 7N^b*J:l>^ Flt-1 3N <7)>(^Bf.Kil® &® (^:^7"^:^' 

rj^-fn— /UgSH) nUT(OXol^LX^%fZo High Five ^J!S 4 X lO^fli^ 175cm' 
(^y4^—f±W I- EX-CELL™400 j#itli (JRH Bioscience |±S)30ml i^li^L. 

^MT* 1 mmwcmu yy:^=^\a^m^^. 27°c{ct 3-4 0 mmmi^t:io mmmT^ik. 
mm±m^^fi^L 1.500 xg -e 10 ^mm*bi^m^m'±m^m^o 

:^'7MZ^^<])>-'±':7r^^:^ CL-6B <y'/l-[:7r/W->'T->'M^7^5^:?^(Pharmacia 
Biotech) AB ftmm 20ml ^?Ei«L. 200ml (D 20mM hy>^-ii:K(pH7.5)|ilf*S^^ 
V^T0.5ml/^^<D»E5tr'^^^L3to ±|EOJ:p{3:f|S8Ufc High Five *fflJ!a(^):^ 

*JR 500ml ^ O.Bml/^c^^atMT-^-^-^y^^-irTZrn— CL-6B ;^'7A{^iifS^LfCo $ 
bICl 200ml <7) 0.2M NaCl ^^tf 20mM hy:^--'S^(pH7.5)^fflV^T 0.5ml/^CO8S5f 
-e*jf-L7t^, IM NaCI ^-gti* 20mM hy:^-4a^(pH7.5)^^^^^SSSj?S% 200 ml 

vhy:7^u:y:7^ io(r^::^>f±m)^m^^xmm\^nmMmm&m^mmthx ? mic m 

mWm&tLXBQl iJL g/ml) #fCo 
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(7) ^^tteh VEGF ^mi^ Flt-1 7N :io J:!)? Flt-1 3N <D\lh VEGF jg^g-ffittC^filS 
l^^titlh VEGF ^mi^ Flt-1 7N Flt-1 3N ©tih VEGF 1^^m^^&i,T<D 

96 ^>ai/U-'Yi^:^fc'a>'™-p>^^/VhU— i/3^^.:7"l^— h(96-w^^ Immobilon "^**-P 

Filtration Plate iVj^i^TitM) l^?^^ /—^l^^ 100 // l/!>^/WT5>?iL. — M^lFP 
(Z) PVDF ^^|ll7K<[::Lfz. 7^X-mmk. PBS I^^R 2 /2 g/ml "^^14t:h Flt-1 7N ^ 

5:>^(BSA) ^^tP PBS 100 ;x 1/ ^:x./UMk.. 1 ^f^lSiS^iirT^oTV 

ttS^:/D^^^LfCo PBS Xmit^'^. (4) r*Sl#L7t»M"^^ttt:h VEGF Flt- 
1 7N^3j:r;5 Flt-1 SN^SO ^ l/r>-:^/l-T^ttL(S*^fiS 1-1000 ng/ml). 
^"I^ail^bVEGF(«:^j!SS 3ng/mI:r-rv'^A?±iS)^50 //I/ ^^JUM^.milEL 
T* 1.5 ^K^^C^-^fCo 0.05%tween-PBS ^mi^^. SOX^lZX^y^^^^^^m^^, ^ 

-^^^m22lZ7jkir, ■5JS'|!^t^ VEGF S^fls Flt-1 7N :^J:tJ« Flt-1 3N i^Sffift 
'^^] ll^th VEGF CO «J^'^^t^ Flt-1 7N -^c7)J(*^:g:|5a*i-^::i:;6S^^HfCo 
^ISt^tih VEGF SWfr Flt-1 7N j:r>* Flt-1 3N [tj^^^COth VEGF l^-^^g-l^^ 
fj<Vrz^tA>^. fch VEGF l-t Flt-1 3N ^15^^ (v-r^/Uia^lJ^gr-^tf N*iSr^y®g;0^^ 1 

(8) M^*WJia{C*5tt5th VEGF 

VEGF }^&.r<OX^lZ.UXmZo High Five 4 X lO^fil^ 175cm^ ^^7^=1 (iT^ 
^^—^±m) Id EX-CELL'™400 igilfeORH Bioscience ttjK)30ml t^llg^SL. ^MT* 1 
NpFH^SkBL. :y^:^=ti::H^^'^tZo S:jfifc[CelI Growth & Differentiation, 7, 213 
(1996)] IE«feco:*rfttc: J;!9#btL7tt: h VEGF m^»::ty<^zrur:7>fju^^m^m 1 --3 
X 10«PFU/ml (DmStX^UMm^ 1ml ;tjfl^. ^ta-C 2 B#Bg^gfe^-^7t, J#«±«^ 
l^^iffci^ 30ml (D EX-CELL''''400 30ml Sr^P;t 27'CJCT 3—4 0 Rit^lLfco 
i§*3f^Tft. ig«_L?S*lHlJteL 1,500 xgTMO^^FBlii.^5i-gt^m^±?t^#5^Co 

40ml (D---.'^"y>'-ir:7TO— X CL-es ^/i^lyr^^-^i^T *y<-^:^'r-iy^ 
(Pharmacia Biotech) AB ?±M3^?5tiL. 400ml CD 20mM h];:^-ig^(pH7.5) 

82 



wo 99/60025 PCT/JP99/02661 

VEGF ^-^tf J#«JS 1500ml ^ 0.5^ll/^)•COgE3tT•--^^^°y^^-^r7r^3— CL-6B ;tr^ 
-^t^ii^LfCo ^^i- 400ral (Z) 20mM PJ>^-S^(pH7.5)^ffiV^T O.Smi/^a)mM'V' 
^rf-bfcfl. 0.2M . 0.5M *5 j:r>* 1M O NaCl 20miM hV:^-&mipH7 .5)^^bf£^ 

mmm^ 120 mi ^m^mmL. ^^<v>'-^':^T^-:^i^mmL.fzm&m^^mm^ 

:^'y/^r5:Fy/i-m^?*tbf-T«wu thvECF ^-^t?5>iii (0.5—1 mneci pj:9')^ 
i20mi lEiiixbfco ir^hy>^u5':7^-io(r^=^>^l±M)r*ji*ifi, vegf ^mmti^x 

4ml (lia«»*1.2mg/ml)#fCo 
l(4)J:«9#^tLf:i#afeLJl50 // g ^■^tL-?:*nTyl-^::=^l>i^>^/l- 2mg 0 »^ 

!7i;^'^>'(^|imifii«W?5M^) 1 X lo^mmttuz. 5 31 balb/c( 0 *SLC?± 

m) > B6C3F1 -r^:^ ( 0 ^^-r-^l-Xy/^— ?±S!{) fe^l ^tiftt so ^3^^ ( S :*:SLCti: 

m)\m-^U2 Hrasj:»9 10-50 // g(??Maw^i jiffiici ti-4 mi^^Ltzo 

NIH3T3-Flt-1 atelXlO^e^S ai^lttt BALB/c ( 0 :2|s:SLC|±M) SPSj-i^^ 

^30 flfnPfi^^ffiffiLfco J^^^. NIH3T3-Flt-1 f^^^^Lfc 5 M^M BALB/c 
■Cf^^feS^^^^^:0^f:>'r. ^i@ttFit-l 7N {::^i-55if*^ffii^-li#L?i/&^o;^Co 

PIK^ MEM ( 0 7k$i^tt«4) +-C*ffl®fL. l^->^ir^/h-eiaCL. jS'L^^gf 
(l,200rpm. 5 5)^Prg)L7tm. JiWlErjtT. hV:^-mtT:y^:=^9M.mmm(pm.65) 
X-1 -2 ^^R^tOiSLsSjllL^^I^^U MEM igJ«!'T:?3[H]*}^U«WflaiH-&l^ffiV>f;i, 

3. mmi^mmm& 

l(4)'C#^tu?t^StttbFlt-l 7N*5j:D?Flt-l 3N ^itmi.ft-^^>^h^\r^\^9>yh 

l(4)(Dam^flai§#±?» J:«9#^tbfcnI^St:h VEGF gi^fls: Flt-1 7N n^V^ FIt-1 
3N ^ffi^/^/Co 96 ri7^/K7:) EIA (^^^^^-^fcM) (r. PBS 1 -10 /i 

g/ml pTS^tttf VEGF ^^fis Flt-1 7N, Flt-1 3N :Jb^i:l>*>tBP.*lJ[i:i:LT 1 (6) T*#^ 
nfc High Five «atei&*±?Sc-)^Xy>';?7^AB5*Pj5>^.^n^ ;i I/t^^ic/I. 

83 



wo 99/60025 PCT/JP99/02661 

^tpPBS ^ 100 fiU ^:z.;vM^. m^m. 1 ^KSt£$itT^oTV^5f£ttS^':?'t2^>^ 
^Lfco 1%BSA-PBS ^^x.^'^^'^^:^^^\^nm'AmyyVij^)^^ 

^(5OJ:S«±?t^50 M l/f^rn/k-C^^iL 2 0#Pp1Sl^S^-frf:io 0.05%tween-PBS-e 

1 B^r^lSJS^-^, 0.05% tween-PBS ^eSi^^ ABTS ^K^i^[2.2-r v^y t'^:^ (3- 
^^/t-^^-y'^Ty'— :^/V:^>^)T>'^=^^K\^m^^X^&-^^ OD415nm 
<Dm,%A E max [^U^zi.^—'f^^-ii^—:^ (MoJecuIar Devices)?±iS] ^aiJ:eLfCc 

5. ^>^::^yK— vOfPSi 
2 ^#b:h.fci-v^7:x»»ia^fc*i^?/h»»teir 4 "T?#t>;h.fc#«®«ffltei:^ 10:1 

t^^^oM^l^. 3i'il^5>8l(l,200rpin. 5 5>f^1)Lfc^. -h^f^JtT. ^m\^fzmm^^ 

^<u<:v.fz.^ik. mw\^^^t^hs ^rcx\ ^y:^^i/>-^^^-r^-/v-iooo(PEG~iooo)2g, 

MEM i#±t!i 2ml jo DMSO 0.7ml (D?l^f^ 0.2 — lml/10« -e^P^ff *fflfla^;[JP;ts 1~2 
^r^lfej:! MEM i^it 1— 2ml ^#:lH]:Snx.f:i^. MEM ^^^M^X^mt^ 50mi i::^^'^ 

KaLTt^6-^;&^iCfflJia^ HAT ig* lOOml ^\Z.mm\^fz.^ 

a.'^—^-^^ 37*CT? 10-14 0FBli#«UfCo 2(3){C:|a« 
Lfc^«fejSaS3eS-T?M^. l(4)-t*#btl./c^^ttthVEGFS«* 7N fcS 

VEGF S^tt: Fit-1 ^y^n-':hyl.&t<*:«r;tili-S>'N>r>^yK-'vt?^^itS:L>^:io -^T 
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u-nviyi^ 






BaJb/cVC7:X 


3 NIH3T3- 


Flt-l Rt7N 








1 Fit 7N 


Bt 7N 


1008 


3 (KM1733, 1735, 1736) 




1 Fit 7N 


Fit 7N 


672 


5 (KMT 737, 1739,1740, 










1742, 1743) 




1 Fit 7N 


Fit 7rM 


1176 


3 (KM1745. 1746, 1747) 




1 Fit 7N 


Fit 3N 


672 


3 (KM174S. 1749. 1750) 




1 F»t7N 


Fit 3N 


420 


3(KM1730, 1731. 1732) 



1 (4)-T?#^)nfc^Mttt:b VEGF Flt-l 7iN ^-^^Lfc Balb/c 1 

SD 2 I7n;ei.f,#b:h.fc-^N^:/yK— ^^^m^tf VEGF ^^fis: Flt-l 
7N ^m^^X^t\.^tim 672 t>^/^:}oJ:tJ«?KJ 2184 ^^/i-'ro:^^])—='>'r'Ltc1^^. 

5 >5^n— ViisJ:!;? 6 ^u-^l^cDVC^h VEGF Flt-l ^y^V2^^/V^i$, 

4r#. r;h.^^-^n-€tu KM1737, KM1739, KM1740, KM1742, KM1743 
KM1733, KM1735, KM1736, KM1745. KM1746, KM1747 t^^]^fz.o :i^ib<D^^-- 
Z^^CO^-C, 8 Jz:;^Lfc:Uh VEGF (D Flt-l *£^IS.*f^^*:^i-*><^ti?fed^o5to $bt:i> 
KM1735, KM1736, KM1742, KM1743 ^XXJ^KM1745 JifttS 10 X-Tjkir^^mS&yi^ 
fettid^b^V ^Tt^ VEGF Flt-l ^m^PBj§St^ieLfc;5^ KM1730, KM1731 jo J: 

— l(4)T#^n/c-^m*I^hVEGF^^#:Flt"l 7N ^:^^Lfc: B3C3F1 -^^7v^ 
1 IE. :J55J:TJ^. Baib/c -^i^:^ 1 E£;^^^>^#^»;^^/c^^■^:/yK— l (4) ^nhtif-'^m^ 
fcb VEGF S^flS Fit-1 3N ^ffiV^T^tb^tb*^J 672 ^7ni/Uio j:U! 420 — 
^^lyi^ri^fz^^. ^ti^M^b 3 i?^n— >"fo0ith VEGF Flt-l ■=t/i?'n— 

/U-ttlic^^. >r.tvf5^^H-?'tt KMI748. KM1749. KM1750 *3j:t;? KM1730, 
KM 1 73 U KMl 732 t^ifi L tZo :Lflh^^ — ^ T^IE 8 -e:^L;fcU h VEGF (O Flt- 
1 1^^mM^m^7n'ri><DtL.X KMI732. KM1748 ^XJI KM1750 <D 3 iJ^n— 
Si?>^tLfCo ^ibiC, KM1730. KM1731 *3j:LP KM1732 CD 3 >/o— ^-f^^fE 10 T:^ 
i-^fe^»J&SfefeftJ;i*JV>TtKVEGF SSff Flt-l ^a»tei;i1^i6T?i<Rj£Lfco 
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"t / i-J — J J ^t/uT^ 


xTLM" 7J y ^ ^ 


L^KA 1 7QQ 

r\M 1 / oo 


-rr rS -7 !or^9a 
X V -A igvji 


UTK/ 1 

rwM 1 / oo 




fSlV] 1 / OD 




rsivl \ I of 




rxfvl 1 1 


"TT -7 fori 1 






r\IVI 1 f 




rSfvl 1 / *fO 


-3^ rS -7 Ion 1 


r\m i f ^0 




fXJVl 1 f AD 


V r igvji 1 


KM 1 747 


'7 K IgGI 


KM 1748 


-^^ZK igG2b 


KM 1749 


IgGI 


KM 1750 


V't'::^ !gG2b 


KM! 730 


Vj7X IgGI 


kmIVsi 


vi?::^. lgG2a 


KM 1732 


^•i?;^ IgGI 



:/yy^>?'>'^SLfc 8 il-^^-Kiit-?':>>^ (Baib/c) 5 T^#en/c/^-<>^yK— ^t* 
^6 -20 xlo«^Jfe/e^;ei^■?tbmiKrtt-^^S^U:to 10-21 0 l^lc. ^>>f::^yK— ^ 

«i(3.ooorpm. 5 ^j^m\sxmm^'i:U^\AzMi^'^') f^m 

5 'T?#btvfc:tr[l: h VEGF Flt-1 ■=ey^^-^yI^^lt^$:(^>^RFm^4S^ 3 lc:gB«Lfc 
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Flt-1 7N ^m^^Xm^l^tz^/^^—^^^^i^(^Ml733, KM1735, KiM1736, 
KM1737, KM1739, KM1740, KM1742. KM1743, KM1745, KM1746, KM1747)(7)4^ 
-t?. KM1740 /cttfi Flt-1 7N ^XX)^ Flt-1 3N {Il^^&Lfcri:;?)^^, Flt-1 (DN^^T^ 

/ma^r^^i-^m^^n)^)^^ 1-338 #s^c#^E-rs^t:>-'7^^^aL-cv^-5r^ 

iimh:d^tti:<>fz.o n^(r> lO ^n—>^yx. Flt-i 7N Iz.vxS.iL^^^f)^ Fit-i 3N tct^SlS 
L>:^:v^rt;6^^, Fit-i coN^NSr^/KCv^^^/wia^J^^tf);^^^ 339—750 #i j:: 

#:;S^5aifc>— :y^^ga^LTV^Sri!;^5§gb3&^<b*ofCo — Flt-1 7N ^^fe^Lfc"^ 
'>:^J:t?^N^::^yK— -^^-f^SiL. FIt-l 3N ^fflv^TjltRLf- 6 ffi(Z)^/^n— ^/ujt 
1*(KM1748, KM1749, KM1750. KM1730, KM1731, KM1732) {i^-<r, Flt-1 7N 
*3j:t/ Flt-1 3N \Z.KJ^.\^t:.^tf)^h. Flt-1 (DnM^r^ym{l^^''^7Vmm^^t^)t^ 

h 1 -338 # g {;i#ffii-^nit>-:/^|^I^LTv ^/^^ir/^ofco 

8. in: Flt-1 ^/^n— :^7U|n:f*:(-i:^t:h VEGF ^th VEGF ^^fls Flt-1 (D'^^U 

5 -C^btLfcttfch VEGF ^^fls: Flt-1 •=ey<5^n— ^yl^jjtflstOfchVEGF^fcK 
VEGF ^^ft: Flt-1 cDJ^^Ra^gtt^J^JLT<^:>^NBt-«6v >li^.LfCo 

96»?3i7V'''Y'/P'f=':^^y— IP:rv— h(96-well MultiScreen-IP Plate j^y^JfTtt 
SS)J-^i5'/— /^-^lOO ju l/^J^^/l^^^J-mL.T/l^-hJSlFPCOPVDF/^^^/K^tlLfCc 
*-e?5fc}t^. PBS -e 1.6 M g/ml C0««J^:ft3KL;^' pJ^ttbh VEGF Flt-1 7N 

^50 l/^n:/^T5>?^L. 4 °CT— ^ScgLT®«$^ii:fCo l%4^lftL?»T/P 
'^^>'(BSA) -g-WPBS ^50 Ml/ l^rn/l^^P^. 1 H#P«mi^i^$ii:T?^oTV^5?& 
ttS^:/P:y^LfCo PBS /^-r::^yK— JiMfc^V>{^ 0.5M NaCl 

^■^t? 1%BSA-PBS ;^^g■r^|RL/--Mi^^/^t^--'^/^K^^ (0.01 -7.29 g/ml)^ 
50 M \/^=c.;Vl^ji^m^^ 3ng/ml<;) ^^"IfllSsfcih VEGF(r-^t^i'i^ttM)^50 

/il/ !>a:/l-;llD;t^M-e 1.5 H#raRit^^fco0.05%tween-PBS'T??5fe^^> 50*Ct::T'> 

W:^'nv/i/^-o(/-?5/::^-KttS!)^30 /tz I/i>a:/w^p;^, V-y:f:fy^ 

^y^a— ':^7l^J6t#:<^)tfi-C% 3 ffi(3C>^y^n— ^h/V-gt^ KM1748, KM1750, KM1732 
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^n^timW^ 62.6%, 66.3%, 83,1%-Ctb VEGF .tth VEGF SSI* Flt-1 CO 

tf 11 ac9^y^n--^7vtftft:}^^<3S'g'ffl.^ett^^^T. Flt-1 3N x-m^^ntie 

acO-^ey^J^n— (KM1748. KM1749, KM1750, KM1730, KM1731, KM1732) 
C05^> KM1748, KM1750 4^ JltJ^ KM1732 ^^10V^r ^^^S-a^RaSSJtt^^LTV^/^Co 

^yVV—^(D^i^V-^>'^^^ Flt-1 3N ^fflv^fcri:5-J:t9. ^^f5|.«^tt^W-r-5^ 

JtSiUlTcSL Flt-1 ^y^n-^/l^tft^^ KM1732, KM1748. KM1750 ^ffiV^Tlg^lS 
iFjSt4^^f4-Lfc:*S^^lll25{;i^-ro KM1732, KM1748, KM1750 {^M^^S^Wt^ 
fch VEGF ^th VEGF Flt-1 Ojg^m«LfCo VEGF t^^h VEGF 

Flt-1 <D^^^(D 50%|3a#^^-t~ KM1732, KM1748, KM1750 (IC50) 1.1 /z 

g/mU 1.3 fi g/mU 2.0 g/ml -CfcofCo — =3>'hi='— /l^iUT^fflUi^^-r^^;^ 
IgGl ^^>^-efc5K:i^ry/WW:^ a ^y^r:i—)-JUlgit^ KM231 [Anticancer 
Research, 10, 1579 (1990) ] f^^<Ra|IStt^^$i^^Ji>»o;rco 

9. tnCFH-l ^/r^'n— ^/Vgt^lcScJ:5t:hVEGF t\lh VEGF ^^{^ F\t-1 m^mS&<D 

Slbh VEGF SSfr Flt-1 ^y^n-'^/V^ft:KM1732, KM1748 i^JlO? KM1750 \Z 
J:§t:b VEGF ^th VEGF Flt-1 CO^^Ra^^t^^i^TcO^jlKJClt^V NflSltL 

96 »>ai/U--^/V'^:3;^iJ— >--HVy^lx— h(96-well MultiScreen-HV Plate;^y^r 

thjK)i;ii %>^}^ikffir/^>^^:/(BSA) ^^t^PBs ^loo fi\/ e^ai/P-aix.. i 

^raMJt;:§ii:Tt>^vl^cpcoS14S^:7a:y:5^L. 0.05%NaN3<Sr^?> 1%BSA-PBS {z.m 
»LfcNIH3T3-Flt-l aBJ!a4-5XlO*fi/!>^/Vj!jpx.?to 1%BSA-PBS -r?«5fejf-m. 
^/^^rn^^^pgt* (0.01-7.29 fi g/ml)^50 ^ I/^::c./l.T4^3^L. ^^iCl, 3ng/ml 
'7>"^iaafchVEGF(r-ri/'^AtfcK)<|r50 1/ TKiT? 2 ^RRlS^ 

^tio PBS -effi^^, 50t:ic:T"i^;ii/wS:«;^$-^, 'v^^n^/>'^-o(yN^^;^?-K?± 
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ffiiSL^^ntt Flt-1 ^yi5^n— ^/l^^ft: KM1732, KM1748, KM1750 ^ffiV^rjiS'g^Rg. 
*?S&tt^^ftLrc*&m^lll26i;i^-ro KM1732. KM1748. KM1750 
fch VEGF t NIH3T3-Fk-1 WiM^(r>1^'^^WB\^t^o t h VEGF ^ NIH3T3-Flt"l M 
^<D^^<D 50%Ba^JS::^-r KM1732, KM1748, KIVI1750 COjSffi ([C50){^ 0.050 fi 
g/mU 0.037 |i g/mU 0.041 // g/ml "Cfeofdc — =3>^hn—/V^LT^ML:^'-^^7;^ 
IgGl i>^;=^i:?3!>6lKv'ry/WW:=^ a ^/^^—T^V^^ KM231 fi^<|5a*ffit±Sr:^ 

10. ^/^u^'^jV\jii^(D\iVy^GF Flt-1 ^S.aj5^^cDSiStt(^)«M 

5 T-#bti.)^cta:fch VEGF Flt-1 

fe^ffl V ^r )^ TC^ (Clt^ 1/ fCo 

fch VEGF S^fls Flt-1 ISa. NIH3T3 *Hlia(NIH3T3-Flt-l), nV-ha— /V NIH3T3 ^ 
J!a(NIH3T3-Neo)[Oncogene, 10, 135 (1995)] 5 X lO^fflSr^LJS 96 ^zc.;V':f\^^V\Z.'^ 

mimf&Vk^mmmmii%BSh ,o.o2%edta ,0.05% r^^^^t-^hy^^A^^tf pbs) 
100 iL 1 t;i!g^LT^>i£Lfco 4^. 35oxg-e i ^m^'h^^mm. ±.m^m^. 

>^yK— ^;S«±^tfeSV^^^3»SSfetft:(10 M g/ml)50 /ilSr*0;tT4 30 ^P«^S 

^s$^:^co ^/sm. 200 ii \(D'^mm^m&mmmm^^'>=^M:iMx. 4 350 xg 

fro/cf^, FiTc ^Iiafel^^;^^i^/^^r:7:/y>^Stft:^6v^^^ fitc tlf^St^^yM^yr 

H I ^;dPX.T 4 'C-e 30 ^J-ftlM^ti^^itf::. S/E^. Ji|Si:P«cO^#^f^^ 3 iHlfTo 

*£*^ll|27<C:;^'f-o VEGF SSfl^ FIt-1 ^/i^n— :^yVtfi:ft: KM1730. 
KM1731 KM1732 fl^^-bn-z^JWUat^JiSlJiJit-r FIt-1 

\zmm\^Kii:>\^fz.{A)o -^ti. j^isstflc-e^sstth vegf s^as fu-i ^y^n^-r 

/V'SLf*:KM1748(10 u g/ml)*3J:I)<^^■^>^yK— •^i#^-h?SKM1748^=i>^hn— /USBa 

!iat-fi^ij;'it-f Flt-1 m^mmc(f^mmmm\^Rmi^fz{B)o cico^gm. ^y^n 

:^>'^feT:fls: KM1730. KM173U KM1732, KM1748 *5j:t/ KM1750 ti*fflll&^®±CO 
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fchvEGFS:^^*: Fit-1 ^mmm^mm-r^^t:^mh7!)^tfj:^f:i. kmitso. 

KM1736, KM1742, KM1743 jo J:t/ KM1745 f^fch VEGF Flt-1 ^^^J^tR 

Jt^Ltz^K KM1730, KM173U KM1732, KM1748 j3^tJ« KM1750 l^lt^giLXmibX 

11. ^/i^u^-T/l^tjil^^m^^ft^^^^^^^-yh^iC^^lihVE Flt-1 (O 

NIH3T3-Flt-1 zi>^hn— /V NIH3T3 aje(NIH3T3-Neo)J:t3. :$CfS^mi^(0:^^ 

[Cancer Research, 46, 4438 (1986) ] fCt^gV ^^ro5&flS^^^I^KL. SDS-PAGE 
J:i9i*S[}LfCo SDS-PAGE {i:S:|^IB^CO:^i£ [Anticancer Research, 12, 1121 
(1992)] 5~20%r^-:^^^^b^/i-(rh— ?±»^ffll'^, Myz^i^T 

^:fi:fifc|B^co:&jfe [Anticancer Research, 12, 1121(1992)] ^:l^^V^, PVDF JKi^:h^>^ 
^P^T— Lfc, iKV^T. PVDF 1%BSA ^-g-tf PBS l^I^^-C 30 ^mRJt-^'^tzfu 
^y=^>^i5^J*'f^^^TV^, Sith VEGF S:Sfls Flt-1 ^y^J^n— ':^/Wtfi:^js: KM1737 (5DJS# 
-hfS^ 4t:{CT 1 l!feMJt^ii::^wo 0.05% Tween ^^t^ PBS -e?!5fe#L> 
-^WMl^tz.^^tjC^^:^ lgG[5,000 fgF#??:<*r5:=i>(Chemicon)ail{]<|rSM-e 2 ^ 
^RJf&^iirfco 0.05% Tween Sr^tf PBS "CaGi^L. ECL'^**^:i:.:^^>":f\n.y^^:y^^ 
><'T^'iy^l^^)T---JzL,^^V{^C\J^ Western blotting detectionreagents ; T-^v^-^i^ 
aM)^fflVvT. fitth VEGF ^mW- Flt-1 ^/iJ'n— f yvfetfls KM1737 

El28ic:^^^7r:-ro trith VEGF gl^fls Flt-1 ^/^n— ^/l^fet^ KM1737 f^, 
NIH3T3-Fit-1 ^Wte^::^mLT^/^S5>^ft 180 ^n^/l^h:xcOl:h VEGF ^^flc Flt-1 

12. ^/PStfls:^ffiv>fc^®EttthVEGF §:^fls:FIt-i cotfttB 

96 ^z^fVOy EIA ffl >^U-h (r9-f^-f±m) VEGF Flt-1 ^y^n 

—i-J'l^U^ KM1732 ^ PBS "C 10 // g/ml COjftrtfwI&fRL. 50 // l/^7:ii/Wi*Oi&?i 
L> 4^r*— BfeSfefiLTK^^-^Tto i*^^^. l%^jk«T/l-'?^^i^(BSA) ^-^tfPBS?: 

1%BSA-PBS Sr}#T. 1%BSA-PBS -ClOOO—O.OOSeng/ml c??»S{c:*3RL:rc l(4)-e# 
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•^fCo 0.05%tween-PBS 'Vm.^m. 4!^^0*^(^lRJnH*:&: ^^dkliffU 1985 ^) 
T*tf ;e-^>':^^Lfcfett h VEGF Si^fls Flt-1 ^y^n— ^/U-gtft: KM1730 1 % 
BSA-PBS M g/mlcOSS{^:#IRLT50 /i l/^7ai/V'-f o;!jPx.T^Jg.S3:T 2 ^ 

rslSiS^-yrfCo 0.05%tween-PBS "^gfe*^. 1%BSA-PBS {^IX 4,000 i^\:L^W.Ltz 

B^mKJiL^^-^tio 0.05%tween-PBS "Cj^fe^f^ ABTS ^H^i^[2,2-T v^yt'':^ (3-^^ 
/l^^>-y^^ry^— /V-6- ;^/^;^^>^^)T>''^:=^!>A]^;^V>T^fe$itOD415nm (D»& 
E max (^I/^zi^— v^V^v-— ^1±M) ^ffi V ^TS'J^LfCo 
^:l:^|l]29{;!:^'f-o rc7)^^s intrb VEGF Fit-1 ^7:?^^-— 

KM1732 ^^XJ)f:^^>'WMiji^V VEGF Flt-1 ^/^n— f /^fetfr KM1730 

^ffiv^5ri:t3:J:^^) oTSSffitF VEGF Fll-l 3N 0.46 ng/ml J:?), Flt-1 7N \^ 

1.37 ng/ml J:*3aiJ^-r^ri!^5-e#^c:i:^sp^ib;&^i:/<^ofc„ 

IS.fei VEGF Flt-1 ^7^^-*^/^{^tft:^fflV^fc VEGF ^^m^mM^nM 

mk 

in vitro \Z.i^nh\iSim^^^^<O^MX'h^ VEGF fiic#^KJ*l::^lfeL1f l^^»Ji^COie 
^SH^t^iat^-rtn: VEGF ^m-Vf Flt-1 ^/tJ'a— :^/V'K:fls:<^Sim^1trtbfCo 
^jiaJffi^l^S^fi Sato ^C9*a[J. Cell Biology, 107, 1199 (1988)] {Cl^l^^Tofco 

3.5cm tZ)^V:yt/^T=3>':77ixni^^h{^/^6^'ei$«Lf' HUVEC ^;^?^yy:?DT*«^o 

ttfcf^ PBS r-fti^f-L/Co 5%FCS ^^t?M-199 l.bmXMK,. ^^(C VEGF(|| 

g;^ lOng/ml):^ J:t/5-e#^)Hfci6L VEGF S^ft: Flt-1 ^/^n— t^/Vjtf^s KM1750 
^fzn KM1732(jS^Jg* 0. U 10 // g/ml)^^^;(lPL. 24 0#PbW«L/Co 

HUVEC VEGF mXi\Z.XX>mi^miEmi)^±^^\^tz.f)\ trt VEGF S:^* 
Flt-1 ^y^n-^/l.5tflcKM1750^fcHKM1732(ii?|-aiS 1 // g/ml) t:i.t'9^^l^3f 

^/jspis^ix/:^^ ^^^x. Flt-1 tijfii«rtS:»teoiS^*^S^^s^?'^§:*ft:r-fcs^ 

mA7\m. VEGF FIt-1 ^y^n— KM1750 ^XXJ^ KM1732 COifiit' 
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JtU±d>b. tnC VEGF S^fls: Flt-1 ^y>:^n'--^/t'^«st;iJ:t5. VEGF {Z^^MW^n 

VEGF ^mi^ Flt-1 {ci!#S6^tc*£^'t-S«e^#mx.Siff ;i5Ji^$tLSo*fci.*« 
P^{;iJ:9.tb VEGF Flt-1 i;i^i-S*fpffitt^^-rSiie^FjatJlx.©Lft:^5«t 



m^m^ n-AJiEm(omm:^^ dna 
ia^ij#-^ is-AJiMm(Dmm'-^f& dna 

iS^fJS-^ 19- AXifl^iJ(Z)l5i0^ : DNA 
id^U#-^ 20- AXga^lJ(?:»m0^ r-a^^ DNA 

m^m^ 21 - Axia^ijoaw : -g-^g dna 
ia^ij#^ 22-Ai:mn<Dmmi'^^ dna 
ia?a*^23-AxE^ij<^iftW:'&fiK dna 
ia^j*^ 24~AT,mm(omm:^^ dna 
ia^JS-^25- Axia?ijoi5£9^:'&fig dna 

E?IJ»^ 26- AXSa^lJcDtftB^ : dna 

mmm^ 27-ATMm(Dmm : dna 

m^m^ 2s-ATMm<omm dna 

ia^ii#^ 29-Aiimm<omm : dna 

mmm^ 30- axe^j^dkpj : dna 

sa^ij*-^ 31 - ATM^wmm : dna 
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ifi^US^ 32 

33 

E^J#-^35 
BB^JS-^36 
ia^J#-^37 

ia^j#^39 
ia^j#-^42 

iS^IJ#-^45 

ia^i#^46- 

iB^JII-^47- 

iB^IJ#-^48- 

sa?ij#-^49- 

E^JS-§- 53- 

is?y#-i- 54- 

IB^US^ 59- 



- AXiB^iJ(7)UiP^ : DNA 

■ AXifi^iJcOliiW : DNA 

- AXifi^lJOlft^ : -g^^ DNA 
'ATMM<Dm.m:^^ DNA 
• AXia^lJOlftig : DNA 
■AXia^lJ(OiJ£B^:'a^^ DNA 

■ AXE^IJ<3?R0^ : DNA 
■AXE^IJ^^^ffiWi-g^j^ DNA 

A nmm^mm : dna 

AXE^IJCOmW:-g^^ DNA 
AXE?IJ(7)tJiig:^^ DNA 
AXga^Ij(Dt^0^ : DNA 
A XSa^y : -g^i* DNA 
AXgS^ljODl^P^ : DNA 
AXiB^JOUiP^ : -^-^ DNA 

XJinm<Dmm : dna 
x:r.nm(Dmm : -^^Jc dna 

AXga^lJ(7)!^0^ : ^0. DNA 
AXid^lJC7)Si0^ : DNA 
AXE^iJ<^KW : ^fiS; DNA 

Ai:&m<Dmm:^^ dna 

AXE^lJi^ae^r-g-^S DNA 
ATM^mmm : DNA 
AXE^lJ^^a^^r-g^^S DNA 
AXE^y<DmP^:^fi8 DNA 
AXE?U<7:>»tP>^ DNA 
AXE^JcoSiM : -g^fS DNA 
AXE^Jc^JiftP^r-g^fig DNA 
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mmm^' 60- AXia^Uc^|$£0^ DNA 

Mm^^- 61 - xjimm(Dmm : ^m. dna 

ga^J#-^ 62- AXia^rj<^K^:^^ DNA 
E3?U»-^ 63- AX|a^lJ(5[>aP^ r-a^^ DNA 

mmm^ 64- Axgfi^ijtDifteg r-^^ dna 

E^y#-^ 65- AXiB^Uc?5aPJ! r-^J^ DNA 
ia^lJS^ 66- AXK^lJ^lftPJ r-^J^g DNA 
SS^lJli-^67-AXK^JcOiftW:'&fi£ DNA 
@B3?lJ§-^68-AXiSa?»JcO|ft^:'a^fiS; DNA 

ia^j#^ e9-xiim^mm.m:^^ dna 

E^J#^70-AXK^J(;)mPJ:^fig DNA 
E^J«^71-AXia^JCOmP^:^fi5c DNA 

mmm^ 72-Ax.m^^\(Dmm dna 
m^m^ 73- Axia^ijcou^p^ r-g^^ dna 
7A-Ai:.m^^\(Dm.m:^)& dna 

75- AXSa^IJOMPJ DNA 

Mm^^- le- Ai:mm(Dmm:^)ii dna 
ifi^ijs^-^ 77 - Aj:mm(Dm.m : -^jes dna 

id^'J#-^78-AXiE^IJ(^mP>^:'a^^ dna 
^^IJ#-^ 79- AXE^JcOfftP^ :-g^J* dna 

m.ms^so-AT,mm(Dmm:^^ dna 
ffi^JH^ 81 - Axia^jcDffie^ dna 
E^j#^ 82-Ai:mm(Dm.m:^^ dna 
sa^js-^ 83- Axie.^«(Z)iap^ : dna 
id^m^ 84- AXE^J(DSiPJ : dna 

@a^«JS^85-AXBa>?iJ(?)iftPJ:#fi£ DNA 

ia^?ij»^ se-AiL^m(Dmm:^Htiffi»&m-^mmm 
mmm^- 87- Axia^jcoiftp^ : \iHmt^mm-^mmm 
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90- AXE^ijrolftW : tMl:*t#:S«^Sm« 
91 - AXIE^iJromM : tMtStflsm^W^ffl^ 
Ba5iJ#^ 92 - AXIS^J©iftM : t Hl:*t#:feiP 
iaa?iJ#^93-AXia?rj6r,SiBg:tMk©ifls:S®^^«« 
E5^J»#-94-AXia^J«Ui9g:fcMk*i#^«i^^^«SftE 
ia?ij#^ 95 - AXga^iJcoSi W : t HtSLfl£S^^^ffi*S 
Sa^Jli^ 96- AXga?iJ®gKW :tMl2*i«:<S^Bri£M*S 
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1. fcl>VEGF^^^*:Flt-l im^m^Kft^^^SiB'T'mi^K.tfLit^o 

2. fcb VEGF ^^{^ Flt-1 (Diy^^/i^mm^-^n N M^T^ymiJ^h 750 # g (C# 

3. VEGF Flt-1 (Di^^^/i^mn^^t^ N *«r5:yK;&^^ 338 # g 

4. fch VEGF §:^fls: Flt-1 cOv':r't-/Vifl^J^^tf N M^r^jm.t^h^^X 100- 
204 # g fc:^fti-^^i^b-:7^^®IS't-5ff *cD^Hi|E«cojtfe^mtfe;tttft^ 

5. th VEGF COth VEGF Sl^fls Flt-1 -^CD^g-^^Ra^U Flt-1 \Z.^'t^ 
7. tMbKl*;0^ thrift: IgG aic:Jgi-§|i*(:0|^ia6|2«cofe^^ 

^iJS-^ 5. 6 ^^xj 7 iBit<7)r^yMS^0^fciiM^ij#-^ u. 12 13 lem^or^ 

10. \iHt^i¥(o^{^mmo^m)y mi^o^nm^^-^mmK e^j*-^ 9 

10 IE«coT^/g^gfl?iJ*fc{±ia?iJS^ 14. 15 ^X-xi 16 IB«<^T^/^Ba^J^^Mf 

11. }::Vm^:^=7^mK th VEGF Flt-1 t::4#S6«7t-^/£-rs^yi5^n— ^/v 
$tfls:coSt#:m® (H «)^i^®«(V ®«)*5j:TJ?gifl:Sm «)V ^WLt. tbjSflso 

12. H « V ®«j3J:t;« L « V «S«tCDT^ySfeBa^Jz>^ ^y^n--:h/l.jjtfr 
KM1732(FERM BP-5698)'^fc«^yi5'n— ':hyWgtft: KM1750(FERM BP-5700);&ip5S 

tvS^yiJ'n— ^/^t^^^^:(^) H « V «Ittc:j3J:r>' L « V ««<?5r^yg&Bfi^iJi:I^Cr^ 

96 



wo 99/60025 



PCT/JP99/02661 



13. H ^ V mm(Dr^/mmmmm^^' se ^fcji ss {^mm^tifcr^ymmnx- 

14. Lmv i^m<DrK/mmmr>m^m^ s? ^tzlu 89 {zmm^tLfz.r^ymm^i'v- 

15. H « V mi&<Dr^/mmu^mm^-^ se ia«<^r^yggia^ij^^^, l ^ v «i 

16. H « V m^(OT^ymmymmmm-^ ss mm<orxymmm^^^. l ^ v ^ 

17. VEGF ^mi^ FIt~l ic:#SWi^S^£^-rStHM^^vfeifls:;5^ KM2532 *5j;tJ« 
KM2550 /O^^balti^tL'SW^tT^taiaillBScCOtb^^^e^^j^tft^ 

18. ISAR(7)$5iail-l7(7)V^Ttt;i^l5lt3:ta«cotb VEGFS:^<$:Flt-l 
MJ£i-^t:h^^7^^tn:f$:^:3^K^5 DNA. 

19. lt*^0®ISl8|H^(Z) DNA ^i$?>^-7='i^;«?ir>;/h-<^^— PKANTEX93 t^^^^^ 

20. fi^(;)®|Sl9fa«(Z)m^x.-^^^-^S^»^SI:i^AUT^#^ti.^?F^®K^ 

21. l»^co®ffl20|H«6CDf^Mtetfefls^ift*i::lS«L. l#«»4^{c:fS*:co^eiSll- 

i7fa*fe(z>tbs=^p<^6tfr^ii^£S«S'^. mmmmt^hm^v^^mim't^^t^w 

22. fcb^ CDR mmm.m^^h vegf s^flc Fit-1 ^;I#s65J-SJ^;:'r5^y^^-':^ 

23. hhm CDR H «0 V BB^i*-^ 5, 6 *3j:TJ< 
7 ^fcfiBB^Jft-i- 11. 12 *3i:t/ 13 -efe-S, a*<^®S22HBife(7)t:h.S CDR ^itffitn: 
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24. \im CDR ^ffititfrco Lm(Dv mi^mmi^^^mm^K la^j*-^ 9 :^oJ:t/ 

25. CDR w^mmmK nm^^^ 5, e 1 tm<Dr%/mmm^^^^m 

CDR^ffitt^*:, 

26. CDR mm^mK w.m^^ lu 12 13 mm<DT^jmmn^ifiPf 

^^««fi^<7)ffiffltt*S«*E^LT*^. ;d^oiS^iJ#^ 14. 15 -^XXJ^ 16 IBifec^ 
(?5t:h^ CDRS^ffiStft:. 

27. H ^ V m^(r)r^jmw.nf}^um^^ 90 fEttcoT^y^ia^ij^Sr^;^, L « V 
«cor^y^@a^ij;5SiB^ijll^ 92 fB«cDr5:y^iE^j^^tf, ft 5jt<^t£ffl22i5«(^t:h 
M CDR ^miKW^. 

28. H ^ V M«ccor^y^ia^y«^u*-^ 91 ^t-mmm^ 95 cor^y^sa^u^ 
-g-^, L ^ V ^i^(Dr^jmMmt>^m.n^^ 93, ib^ij*-^ 94 -^/cjiia^us-^ 96 cd 
r^ymmm^^t^. %ni^(Dmm22mm(7^^vm cdr ^m^w-. 

29. eh VEGF Fit-1 ^C^|tM6^^-^JS'r^t:^M CDR ^tefetfl^^^ KM8550, 
KM8551, KM8552, KM8553, KM8554 ^XXy^ KM8555 ■ti^hm\'^f\^^in^(Dm.W^22m 
ftcOth^ CDR ^flifitflCo 

30. fS*<^)ffi|a22~29<;c>V^i•tl/:i^l3S{-a^«fecc>l:^VEGFS^^^CFIt-l {:i4#S&tJ{- 
Rj^^i-'SthM CDR ^«gtfl2^^-Ki-5 DNA. 

31. tg*:(^igB30^^O DNA t;$'>'T'A:^ir5'h-^>:^^— pKANTEX93 
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34. m.i^m)i^>. Fab, Fab\ F(ab')2> -*:«*n:#:?e J:r/v?>^/^:7^K^^^l^ Fv 

35. -:^m^mK itflsco H ^ V ®j[gg*jj:-a? L m V mmt:^^. m^comm 34 

36. -:*:«tn[flscO H « V ®^^3j:tJ« L ^ V M^cDT5:y^Ba^lJ;dS^ VEGF §^ 
ft: Fit-1 ic:#M«Ji-^J£-r5^y^P-^^i-ta:fls:(D H ® V M*S*3 J:tJ5 L ^ V 

37. -*^fit#:C0 H ^ V «I«*3ctt>* L M V «:K^Offl1iffi*^®:®(Z)r 5:yKBQ?iJ 

VEGF S^flc Flt-1 {^l^SfitJi-M^E^-rS^y^n— ^/VgtflscD H V ftftE 

39. -':^mtfii^(D umv mm^^xf l ^ v mm(Dr^ymmm:^K mnm-^ ss $s 

40. ~:*:^fei:*co H ^ V L « V ««coffiMt4;^^M^(^r ^/^ifi^ij 

41. -2^«tftft:co H ^ V «ttc:jb^j:u^ L ^ V mi&(Dmm^^'^mm<DT^/m&m 

^s.ia^J#^ lU 12 43j:t)? 13 l2«cor^/KE^JSr6L#:W'^««E«^cotiffltt^ 

^isttEirLT-^;^. ;^^oE>?ij«^ 14, 15 :j6j:rj« 16 mm(^T^ymmm^i7ii^'p^mm 

42. -*:®6i;fls:c7)HS^ V ®«cC0T^yS?iB?iJ/J>5SB^J#-^ 90 tB«(^T^yg&ffi^J^^ 
K 37 ia«<^-:*:«a:ft:o 

43. -^mm.i^(DHm v «g«<^T^/®^iB^ij;&5ia^j#-^ 91 -tfcfiE^js-^- 95 <or 
^ymmm^^^. Lmv mm(Dr^/mMmf>^m^m^' 93, mmm^ 94 ^ytt^ia 
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(D^m 34 iaiccov?;^yv:7^K^^ft:©tft:o 

45. H ^ v ^i«*5j:r;f L ^ v mmcor%ymm9UK t 

tb^th)ih VEGF g^ff Flt-i {;::#S&?)i-SiS-rs^/i5'n— r^7i.gtfli:<D H ^ V «i 

46. i>::^ji-y^h^^mitm.»(D nmv M*s*3j:t/ l ^ v mm<Dmm^^^mm<D 

T^ymmm)K ^H^ti^^h vegf SWflc fu-i s^#M«;5^:^^£;;-r^^/^n— 
H « V j:t/ L « V M«^otitttt*^«i«(7?r^y®^E^i->l^cr^y 

47. i^^^/i^^'^KS^^fbfttflcco H « V ffl«*3j:t/ L ^ V m^(Dr^ymmmK 
fh^f\M3m^^ 86 Ht^xxy^ 87 r-fe^. ii5ftto$5H 45 iBat(^i^^/i-:7^K^;g:{i:in:ft:o 

48. >^;^/V'v'^K^:^<h*)i:ft:co h ^ v l « v ^i:^c^r^/^gfi^ij^v ^ 
ti^^ma^ij*^ 88 'ifSX.XI 89 T-fe»5. IS*:co|Sia 45 tE«fecDv^:^/P:7^K^:^{Lfeitt:, 

49. v^;^/W':7^K^:^>fl::Jn:f*:(^ H « V ^Jg^joJ:!/ L m V 

50. t^::^/i-:7^K^^jt:tn:^^co H ^ V ffl«33J:tJ< L ^ V ««cotttStta:S«s«60 

51. i;^;^/^:7-<F^^{t:Stffc^ H ® V ««cor5:/KiB^iJ^>ia^»J#^ 90 WM<Dr^ 
/mmmi:^^. l ^ v ««or^;yS^iB^J;&>BB^U#^ 92 iS^cQT^yg^E^^iJ^r-^ 
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52. v^:^/^:7^K^^iiitn:f*:c7:> H m V mm(Dr^ymMmmm^^' 91 i^r-mm 
s-^ 95 (DT^ymmm^^^. Lmv mm<DrKymMm>mm^^- 93, mm^- 
94 -ttimms^ 96 (DT^ymEm^-^t.^ it *<D«gffl 46 is«(^:s^;^/^:7-^k^^ 

53. m^<Dmmu^w,i&^i^tziih vegf ^^^^ fu-i \m^m\^i^^^ir^m&'f- 

H « V M«*5J:U^ L « V mi&(D CDR ;d^??StftT.-5T^y^ia^U^^ 

54. H ^ V mm^i^X-rj LMV CDR im^^ 5, 6. 7, 8, 9 :^-J:Uf 10 fB 

55. H « V M«joJ:tJ« L ® V CDR m^m^ lU 12. 13, 14. 15 jBj:rJ^ 
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SEQUENCE LISTING 

<110> KYOWA HAKKO KOGYO CO,, LTD 

<120> Recombinant antibody 

<130> 1U41W0 

<14G> 
<141> 

<150> HlO-139000 
<151> 1998-05-20 

<160> 96 

<170> Patentin Yer. 2.0 

<210> 1 
<211> 415 
<212> DNA 
<213> Mus musculus 

<220> 
<223> 

<220> 
<221> CDS 
<222> (1)..(414) 

<400> 1 

atg gaa tgg aac tgg gtc gtt etc ttc etc ctg tea tta act gca ggt 48 
Met Glu Trp Asn Trp Val Val Leu Phe Leu Leu Ser Leu Thr Ala Gly 
-19 -15 -10 -5 

gtc tat gcc cag ggt cag atg cag cag tct gga get gag ctg gtg aag 96 
Val Tyr Ala Gin Gly Gin Met Gin Gin Ser Gly Ala Glu Leu Val Lys 
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-11 5 10 

cct egg get tea gtg aag ctg tec tgc aag cct tct ggc ttc acc ttc 144 
Pro Gly Ala Ser Val Lys Leu Ser Cys Lys Pro Ser Gly Phe Thr Phe 

15 20 25 

agt agt aac tat ata agt tgg ttg aag cag aag cct gga cag agt ett 192 
Ser Ser Asn Tyr He Ser Trp Leu Lys Gin Lys Pro Gly Gin Ser Leu 
30 35 40 45 

gag tgg att get tgg att tat get gga act ggt gat gcc age tat aat 240 
Glu Trp He Ala Trp He Tyr Ala Gly Thr Gly Asp Ala Ser Tyr Asn 

50 55 60 

cag aag ttc aca gcc aag gcc cac gtg act gta gac aca tec tec age 288 
Gin Lys Phe Thr Ala Lys Ala His Val Thr Val Asp Thr Ser Ser Ser 

65 70 75 

aca gcc tae atg cag ttg agt age ctg aca act gag gac tct gcc ate 336 
Thr Ala Tyr Met Gin Leu Ser Ser Leu Thr Thr Glu Asp Ser Ala He 

80 85 90 

tat tac tgt gca cga cac ggg ggg gac ggc tae tgg ttt get tae tgg 384 
Tyr Tyr Cys Ala Arg His Gly Gly Asp Gly Tyr Trp Phe Ala Tyr Trp 

95 100 105 

ggc caa ggg act ctg gtc act gtc tct gca g 415 
Gly Gin Gly Thr Leu Val Thr Val Ser Ala 
no 115 119 

<210> 2 
<211> 385 
<212> DNA 
<2I3> Mus musculus 

<220> 
<223> 
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<220> 
<221> CDS 
<222> (!)..( 384) 

<400> 2 

atg gat ttt caa gtg cag att ttc age ttc ctg eta ate agt gee tea 48 
Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

gtc ata ata tec aga gga caa ctt gtt etc acc cag tct cca gca ate 96 
Val He He Ser Arg Gly Gin Leu Val Leu Thr Gin Ser Pro Ala He 

-5 -11 5 10 

atg tct gca tct caa ggg gag aag gtc acc atg acc tgc agt gcc age 144 
Met Ser Ala Ser Gin Gly Glu Lys Val Thr Met Thr Cys Ser Ala Ser 

15 20 25 

tea agt gtc agt tac atg cac tgg tac cag cag aag tea ggc acc tee 192 
Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Ser Gly Thr Ser 

30 35 40 

ccc aaa aga tgg att tat gac aca tec aaa ctg cct tct ggt gtc cct 240 
Pro Lys Arg Trp He Tyr Asp Thr Ser Lys Leu Pro Ser Gly Val Pro 

45 50 55 

get cgc ttc agt ggc agt ggg tct ggg acc tct tac tct etc aca ate 288 
Ala Arg Phe Ser Gly Ser Gly Ser Gly Thr Ser Tyr Ser Leu Thr He 

60 65 70 

age age atg gag get gaa gat get gcc act tat tat tgc cag cag tgg 336 
Ser Ser Met Glu Ala Glu Asp Ala Ala Thr Tyr Tyr Cys Gin Gin Trp 
75 80 85 90 

agt agt aac cca ccc aeg ttc ggt get ggg acc aag ctg gaa ctg aaa 384 
Ser Ser Asn Pro Pro Thr Phe Gly Ala Gly Thr Lys Leu Glu Leu Lys 
95 100 105 106 

c 385 
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<210> 3 
<211> 409 
<212> DNA 
<213> Mus musculus 

<220> 
<223> 

<220> 
<221> CDS 
<222> (1)..(408) 

<400> 3 

atg gga ttc age agg ate ttt etc ttc etc ctg tea gtg act aca ggt 48 
Met Gly Phe Ser Arg He Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
-19 -15 -10 -5 

gtc eac tec cag get ttt eta cag cag tct ggg get gag ctg gtg agg 96 
Val His Ser Gin Ala Phe Leu Gin Gin Ser Gly Ala Glu Leu Val Arg 

-11 5 10 

cct ggg gcc tea gtg aag atg tec tgc aag get tct ggc tac aca ttt 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

ate aat tac aat atg cae tgg gta aag cag aca cct aga cag ggc ctg 192 
lie Asn Tyr Asn Met His Trp Val Lys Gin Thr Pro Arg Gin Gly Leu 
30 35 40 45 

gaa tgg att gga get att ttt cca gga aat ggt ttt act tec tac aat 240 
Glu Trp He Gly Ala He Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn 

50 55 60 

cag aag ttc aag ggc aag gcc aca ctg act gta gac aaa tec tec age 288 
Gin Lys Phe Lys Gly Lys Ala Thr Leu Thr Val Asp Lys Ser Ser Ser 
65 70 75 
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aca gtc tac atg cag etc cgc age ctg aca tct gaa gac tct gcg gtc 336 
Thr Val Tyr Met Gin Leu Arg Ser Leu Thr Ser Glu Asp Ser Ala Val 

80 85 90 

tat ttc tgt gca aga gat ggt gac tat tac ttt gac tac tgg ggc caa 384 
Tyr Phe Cys Ala Arg Asp Gly Asp Tyr Tyr Phe Asp Tyr Trp Gly Gin 

95 100 105 

ggc acc act etc aca gtc tec tea g 409 
Gly Thr Thr Leu Thr Val Ser Ser 
110 115 117 



<210> 4 

<211> 379 

<212> DNA 

<213> Hus musculus 

<220> 
<223> 

<220> 
<221> CDS 
<222> (1)..(378) 

<400> 4 

atg gat ttt cag gtg cag 
Met Asp Phe Gin Val Gin 
-22 -20 

gtc ata atg tec aga gga 
Val He Met Ser Arg Gly 
-5 -1 

atg tct gca tct eta ggg 
Met Ser Ala Ser Leu Gly 
15 



att ttc age ttc ctg 
lie Phe Ser Phe Leu 
-15 

caa att gtt etc acc 
Gin He Val Leu Thr 
1 5 
gag gag ate acc eta 
Glu Glu He Thr Leu 
20 

5/53 



eta ate agt gee tea 48 
Leu He Ser Ala Ser 
-10 

cag teg eca gca ate 96 
Gin Ser Pro Ala He 
10 

acc tgc agt gcc age 144 
Thr Cys Ser Ala Ser 
25 
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teg agt gta agt tac atg cac tgg tac cag cag aag tea ggc act tct 192 
Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Ser Gly Thr Ser 

30 35 40 

ccc aaa etc ttg att tat aga aca tec aac ctg get tct gga gtc cct 240 
Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

ttt cgc ttc agt ggc agt ggg tct ggg ace ttt tat tct etc aca ate 288 
Phe Arg Phe Ser Gly Ser Gly Ser Gly Thr Phe Tyr Ser Leu Thr He 

60 65 70 

age agt gtg gag get gaa gat get gee gat tat tac tgc eat eag tgg 336 
Ser Ser Val Glu Ala Glu Asp Ala Ala Asp Tyr Tyr Cys His Gin Trp 
75 80 85 90 

agt atg tac acg ttc gga ggg ggg acc aag ctg gaa ata aaa c 379 
Ser Met Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
95 100 104 

<210> 5 

<211> 5 

<212> PRT 

<213> Mus nusculus 

<220> 
<223> 

<400> 5 

Ser Asn Tyr He Ser 
1 5 

<210> 6 
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<211> 17 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 6 

Trp lie Tyr Ala Gly Thr Gly Asp Ala Ser Tyr Asn Gin Lys Phe Thr 

1 5 10 15 

Ala 
17 

<210> 7 

<2n> 10 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 7 

His Gly Gly Asp Gly Tyr Trp Phe Ala Tyr 
1 5 10 

<210> 8 
<211> 10 
<212> PRT 
<213> Hus musculus 
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<220> 
<223> 

<400> 8 

Ser Ala Ser Ser Ser Val Ser Tyr Met His 
1 5 10 

<210> 9 

<211> 7 

<212> PRT 

<213> Mus misculus 

<220> 
<223> 

<400> 9 

Asp Thr Ser Lys Leu Pro Ser 
1 5 7 

<210> 10 
<211> 9 
<212> PRT 
<213> ttus misculus 

<220> 
<223> 

<400> 10 
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Gin Gin Trp Ser Ser Asn Pro Pro Thr 
1 5 9 

<210> 11 
<211> 5 
<212> PRT 
<213> Mus musculus 

<220> 
<223> 

<400> 11 

Asn Tyr Asn Met His 
1 5 

<210> 12 

<2U> 17 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 

<400> 12 

Ala He Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn Gin Lys Phe Lys 

15 10 15 

Gly 
17 



9/53 



wo 99/60025 



PCT/JP99/02661 



<210> 13 
<211> 8 
<212> PRT 
<213> Mus musculus 

<220> 
<223> 

<400> 13 

Asp Gly Asp Tyr Tyr Phe Asp Tyr 
1 5 8 

<210> 14 

<211> 10 

<212> PRT 

<213> Hus musculus 

<220> 
<223> 

<400> 14 

Ser Ala Ser Ser Ser Val Ser Tyr Met His 
1 5 10 

<210> 15 
<211> 7 
<212> PRT 
<213> Hus musculus 
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<220> 
<223> 

<400> 15 

Arg Thr Ser Asn Leu Ala Ser 
1 5 7 

<210> 16 

<211> 7 

<212> PRT 

<213> Mus muscuius 

<220> 
<223> 

<400> 16 

His Gin Trp Ser Met Tyr Thr 
1 5 7 

<210> 17 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 17 

gccaagggac tctggtcact gtctctgcag cctccaccaa gggcc 45 
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<210> 18 

<211> 41 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 18 

cttggtggag gctgcagaga cagtgaccag agtcccttgg c 41 



<210> 19 

<211> 69 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Synthetic DNA 



<400> 19 

cttattattg ccagcagtgg agtagtaacc cacccacgtt cggtgctggg accaagctgg 60 
aactgaaac 69 



<210> 20 

<211> 74 

<212> DKA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 20 

gtacgtttca gttccagctt ggtcccagca ccgaacgtgg gtgggttact actccactgc 60 



<210> 21 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 21 

tcagcctcca ccaagggcc 19 

<210> 22 

<211> 11 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 



tggcaataat aagt 



74 



<400> 22 



cttggtggag g 



11 
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<210> 22 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 23 

cffttcggagg ggggaccaag ctggaaataa aac 33 

<210> 24 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 24 

gtacgtttta tttccagctt ggtcccccct ccgaa 35 

<210> 25 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
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<400> 25 

caggaaacag ctatgacgcg gccgccacca tggaatggaa ctgggtcgtt ctcttcctcc 60 
tgtcattaac tgcaggtgtc tatgcccagg tgca 94 

<210> 26 
<2ll> 95 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 26 

gtgtatccag aagccttgca ggagaccttc actgaggcgc caggcttctt cacctcagcc 60 
ccagactgca ccagctgcac ctgggcatag acacc 95 

<210> 27 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence; Synthetic DMA 
<4D0> 27 

tgcaaggctt ctggatacac cttcagcagt aactatataa gttgggtgcg acaggcccct 60 
ggacaagggc ttgagtggat gggatggatt tatg 94 
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<210> 28 
<211> 101 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 28 

aggctgtgct cgtggatgtg tcgacggtaa tggtgactct ggctgtgaac ttctgattat 60 
agctggcatc accagttcca gcataaatcc atcccatcca c 101 

<210> 29 
<211> 100 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 29 

cacatccacg agcacagcct acatggagct gagcagcctg agatctgagg acacggccgt 60 
gtattactgt gcgagacacg ggggggacgg ctactggttt 100 

<210> 30 
<211> 93 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 30 

gttttcccag tcacgacggg cccttggtgg aggctgagga gacggtgacc agggttccct 60 
ggccccagta agcaaaccag tagccgtccc ccc 93 

<210> 31 
<211> 421 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(420) 

<40a> 31 

atg gaa tgg aac tgg gtc gtt etc ttc etc ctg tea tta act gca ggt 48 
Met Glu Trp Asn Trp Val Vai Leu Phe Leu Leu Ser Leu Thr Ala Gly 
-19 -15 -10 -5 

gtc tat gcc cag gtg cag ctg gtg cag tct ggg get gag gtg aag aag 96 
Val Tyr Ala Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

cot ggc gcc tea gtg aag gtc tec tgc aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

age agt aac tat ata agt tgg gtg ega cag gcc cct gga caa ggg ctt 192 
Ser Ser Asn Tyr lie Ser Trp Val Arg Gin Ala Pro Gly Gin Gly Leu 
30 35 40 45 
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gag tgg atg gga tgg att tat get gga act ggt gat gcc age tat aat 240 
Glu Trp Met Gly Trp He Tyr Ala Gly Thr Gly Asp Ala Ser Tyr Asn 

50 55 60 

cag aag ttc aca gcc aga gtc acc att acc gtc gac aca tec acg age 288 
Gin Lys Phe Thr Ala Arg Val Thr He Thr Val Asp Thr Ser Thr Ser 

65 70 75 

aca gcc tac atg gag ctg age age ctg aga tct gag gac acg gcc gtg 336 
Thr Ala Tyr Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

tat tac tgt gcg aga cac ggg ggg gac ggc tac tgg ttt get tac tgg 384 
Tyr Tyr Cys Ala Arg His Gly Gly Asp Gly Tyr Trp Phe Ala Tyr Trp 

95 100 105 

ggc cag gga acc ctg gtc acc gtc tec tea g 415 
Gly Gin Gly Thr Leu Val Thr Val Ser Ser 
110 115 

<210> 32 
<211> 96 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 32 

caggaaacag ctatgacgcg gccgccacca tgggattcag caggatcttt ctcttcctcc 60 
tgtcagtgac tacaggtgtc cactcccagg tgcagc 96 

<210> 33 
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<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 33 

ggtgtatcca gaagccttgc aggagacctt cactgaggcc ccaggcttct tcacctcagc 60 
tccggactgc accagctgca cctgggagtg gaca 94 

<210> 34 
<211> 90 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 34 

gcaaggcttc tggatacacc ttcattaatt acaatatgca ctgggtgcga caggcccctg 60 
gacaagggct tgagtggatg ggagctattt 90 

<210> 35 

<211> 90 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
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<400> 35 

tgtgctcgtg gacttgtcga cggtaatggt gactctgccc ttgaacttct gattgtagga 60 
agtaaaacca tttcctggaa aaatagctcc 90 

<210> 36 
<211> 95 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 36 

tcgacaagtc cacgagcaca gcctacatgg agctgagcag cctgagatct gaggacacgg 60 
ccgtgtatta ctgtgcgaga gatggtgact attac 95 

<210> 37 
<211> 96 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 37 

gttttcccag tcacgacggg cccttggtgg aggctgagga gacggtgacc agggttccct 60 
ggccccagta gtcaaagtaa tagtcaccat ctctcg 96 

<210> 38 
<211> 409 
<212> DKA 
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<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(408) 

<400> 38 



atg 


gga 


ttc 


age 


agg 


ate 


ttt 


etc 


ttc 


etc 


ctg 


tea 


gtg act 


aca 


ggt 


48 


ne t 


Gly 


Phe 


Ser 


Arg 


T 1 ^ 

He 


Pne 


Leu 


Pne 


Leu 


Leu 


Ser 


Val Thr 


Thr 


Gly 




-19 








-15 










-10 








-5 






gtc 


cac 


tec 


cag 


gtg 


cag 


ctg 


gtg 


cag 


tec 


gga 


get 


gag gtg 


aag 


aag 


96 


Vai 


His 


Ser 


Gin 


Val 


Gin 


Leu 


Val 


Gin 


Ser 


Gly 


Ala 


Glu Val 


Lys 


Lys 








-1 


1 








5 










10 








cct 


ggg 


gcc 


tea 


gtg 


aag 


gtc 


tec 


tgc 


aag 


get 


tct 


gga tac 


acc 


ttc 


144 


rro 


Gly Ala 


Ser 


W_ 1 

Val 


Lys 


Val 


Ser 


Cys 


Lys 


Ala 


Ser 


Gly Tyr 


Thr 


Phe 






15 










on 










«5 C 










B -f- 4- 


aat 


tac 


n n 4- 

aat 


atg 


cac 


tgg 


gtg 


cga 


cag 


gcc 


_ _ 4- 

cct 


gga caa 


ggg 


ctt 


192 


lie 


Asn 


Tyr 


Asn 


Ma 4- 

fie t 


hi s 


Trp 


val 


Arg 


Gin 


Ala 

Ai a 


rro 


uly uln 


Gly 


Leu 




oU 




















40 








45 




sag 


tgg 


atg 


gga 


get 


att 


ttt 


cca 


gga 


aat 


ggt 


ttt 


act tec 


tac 


aat 


240 


Glu 


Trp 


Met 


Gly 


Ala 


He 


Phe 


Pro 


Gly 


Asn 


Gly 


Phe 


Thr Ser 


Tyr 


Asn 












50 










55 








60 






cag 


aag 


ttc 


aag 


ssc 


aga 


gtc 


acc 


att 


acc 


gtc 


gac 


aag tec 


acg 


age 


288 


Gin 


Lys 


Phe 


Lys 


Gly 


Arg 


Val 


Thr 


He 


Thr 


Val 


Asp 


Lys Ser 


Thr 


Ser 










65 










70 








75 








aca 


gcc 


tac 


atg 


gag 


ctg 


age 


age 


ctg 


aga 


tct 


gag 


gac acg 


gcc 


gtg 


336 


Thr 


Ala 


Tyr 


Met 


Glu 


Leu 


Ser 


Ser 


Leu Arg 


Ser 


Glu 


Asp Thr 


Ala 


Val 








80 










85 










90 








tat 


tac 


tgt 


gcg 


aga 


gat 


ggt 


gac 


tat 


tac 


ttt 


gac 


tac tgg 


ggc 


cag 


384 


Tyr 


Tyr 


Cys 


Ala 


Arg 


Asp 


Gly 


Asp 


Tyr 


Tyr 


Phe 


Asp 


Tyr Trp 


Gly 


Gin 






95 










100 










105 










gga 


acc 


ctg 


gtc 


acc 


gtc 


tec 


tea 


g 














409 


Gly 


Thr 


Leu 


Val 


Thr 


Val 


Ser 


Ser 


















110 










115 




117 
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39 
87 
DMA 

Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 39 

caggaaacag ctatgacgaa ttccaccatg gattttcaag tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatatcc 87 

<210> 40 
<211> 93 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 40 

aagtgatggt gactctgtct cctacagatg cagacaggga ggatggagac tgggtcatct 60 
ggatatctcc tctggatatt atgactgagg cac 93 

<210> 41 
<211> 85 
<212> DNA 

<213> Artificial Sequence 

22/53 



<210> 
<211> 
<212> 
<213> 
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<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 41 

agacagagtc accatcactt gtagtgctag ctcaagtgtc agttacatgc actggtatca 60 
gcagaaacca gggaaagccc ctaag 85 

<210> 42 
<211> 84 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 42 

atccactgcc gctgaacctt gatgggaccc cagaaggcag tttggatgtg tcatagatca 60 
gaagcttagg ggctttccct ggtt 84 

<210> 43 
<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 43 
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aaggttcagc ggcagtggat ctgggacaga tttcactctc accatcagca gcctgcagcc 60 
tgaagatttt gcaacttatt actgtcagca gtgg 94 

<210> 44 
<211> 91 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 44 

gttttcccag tcacgaccgt acgtttgatc tctaccttgg tcccttggcc gaacgtgggt 60 
gggttactac tccactgctg acagtaataa g 91 

<210> 45 
<211> 385 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(384) 

<400> 45 

atg gat ttt caa gtg cag att ttc age ttc ctg eta ate agt gee tea 48 

Met Asp Phe Gin Val Gin lie Phe Ser Phe Leu Leu He Ser Ala Ser 

-22 -20 -15 -10 
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gtc ata ata tec aga gga gat ate cag atg acc cag tct cca tec tec 96 
Val lie He Ser Arg Gly Asp lie Gin Met Thr Gin Ser Pro Ser Ser 
-5 -11 5 10 

ctg tct gca tct gta gga gac aga gtc acc ate act tgt agt get age 144 
Leu Ser Ala Ser Val Gly Asp Arg Val Thr He Thr Cys Ser Ala Ser 

15 20 25 

tea agt gtc agt tac atg cac tgg tat cag cag aaa cca ggg aaa gcc 192 
Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Pro Gly Lys Ala 

30 35 40 

cet aag ctt ctg ate tat gac aca tec aaa ctg cct tct ggg gtc cca 240 
Pro Lys Leu Leu He Tyr Asp Thr Ser Lys Leu Pro Ser Gly Val Pro 

45 50 55 

tea agg ttc age ggc agt gga tct ggg aca gat ttc act etc acc ate 288 
Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr lie 

60 65 70 

age age ctg cag cct gaa gat ttt gca act tat tac tgt cag cag tgg 336 
Ser Ser Leu Gin Pro Glu Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Trp 
75 80 85 90 

agt agt aac cca ccc acg ttc ggc caa ggg acc aag gta gag ate aaa 384 
Ser Ser Asn Pro Pro Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
95 100 105 106 

c 385 

<210> 46 
<211> 84 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence: Synthetic DNA 
<400> 46 

caggaaacag ctatgacgaa ttccaccatg gattttcagg tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatg 84 

<210> 47 
<211> 96 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 47 

agttgatggt ggccctctcg cccagagaca cagccaggga gtctggagac tgggtcatca 60 
cgatgtctcc tctggacatt atgactgagg cactga 96 

<210> 48 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 48 

cgagagggcc accatcaact gcagtgccag ctcgagtgta agttacatgc actggtacca 60 
gcagaaacca ggacagcctc ctaag 85 

<210> 49 
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<211> 87 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 49 

cagacccgct gccactgaat cggtcaggga ccccagaagc caggttggat gttctgtaaa 60 
tgagcagctt aggaggctgt cctggtt 87 

<210> 50 
<211> 86 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 50 

attcagtggc agcgggtctg ggacagattt cactctcacc atcagcagcc tgcaggctga 60 
agacgtcgca gtttattact gtcatc ' 86 

<210> 51 

<211> 90 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
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<400> 51 

gttttcccag tcacgaccgt acgtttgatc tccaccttgg tcccttggcc gaacgtgtac 60 
atactccact gatgacagta ataaactgcg 90 

<210> 52 
<211> 379 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> {1).,(378) 

<400> 52 

atg gat ttt cag gtg 
Met Asp Phe Gin Val 
-22 -20 
gtc ata atg tec aga 
Val He Met Ser Arg 
-5 

ctg get gtg tot ctg 
Leu Ala Val Ser Leu 
15 

teg agt gta agt tac 

Ser Ser Val Ser Tyr 
30 

cct aag ctg etc att 
Pro Lys Leu Leu He 
45 

gac cga ttc agt ggc 
Asp Arg Phe Ser Gly 
60 

age age ctg cag get 
Ser Ser Leu Gin Ala 



cag att ttc age ttc ctg 
Gin He Phe Ser Phe Leu 
-15 

gga gac ate gtg atg acc 
Gly Asp He Val Met Thr 
-1 1 5 
ggc gag agg gee acc ate 
Gly Glu Arg Ala Thr He 
20 

atg cac tgg tac cag cag 
Met His Trp Tyr Gin Gin 
35 

tac aga aca tec aac ctg 
Tyr Arg Thr Ser Asn Leu 

50 

age ggg tct ggg aca gat 

Ser Gly Ser Gly Thr Asp 
65 

gaa gac gtc gca gtt tat 
Glu Asp Val Ala Val Tyr 
28/53 



eta ate agt gee tea 48 
Leu He Ser Ala Ser 
-10 

cag tct cca gac tec 96 
Gin Ser Pro Asp Ser 
10 

aac tgc agt gee age 144 
Asn Cys Ser Ala Ser 
25 

aaa cca gga cag cct 192 
Lys Pro Gly Gin Pro 
40 

get tct ggg gtc cct 240 
Ala Ser Gly Val Pro 

55 

ttc act etc acc ate 288 
Phe Thr Leu Thr He 
70 

tac tgt cat cag tgg 336 
Tyr Cys His Gin Trp 
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75 



80 



85 



90 



agt atg tac acg ttc ggc caa ggg acc aag gtg gag ate aaa c 
Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu lie Lys 
95 100 104 



379 



<210> 53 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 53 

cgacaaacca atataatcta age 23 

<210> 54 
<211> 25 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: Synthetic DNA 



<400> 54 



ggccgcttag attatattgg tttgt 



25 



<210> 55 



<21l> 21 



<212> DKA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 55 

ggaatctaca tttgcatagc t 

<210> 56 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 56 

ttatgcggcc gcttatcctt gaacagtgag gta 

<210> 57 
<211> 8 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 57 
ctctagag 
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<210> 58 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 58 

cagtgttctt ggctgtgcaa aaagtggagg catttttcat aatagaaggt gcctacgtag 60 
<210> 59 
<211> 67 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 59 

gatcctacgt aggcaccttc tattatgaaa aatgcctcca cttttgcaca gccaagaaca 60 
ctgcatg 67 

<210> 60 
<21i> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
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<400> 60 

GTATAATGAG CGGCCGCG 18 



<210> 61 

<2n> 22 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Synthetic DNA 



<400> 61 

gatccgcggc cgctcattat ac 22 

<210> 62 

<211> 56 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 62 

gaaggaaaca gaaggcgcca tctatatatt tattcgaggt accaatacaa tcatag 56 

<210> 63 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 63 

aaactgactt ggccggcgcc atttatgtct 30 

<210> 64 
<2n> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 64 

cataaatcct ataggtacca acgacaacta 30 

<210> 65 
<2n> 87 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 65 

caggaaacag ctatgacgaa ttccaccatg gattttcaag tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatatcc 87 
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<210> 66 
<211> 93 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 66 

aagtgatggt gactctgtct cctacagatg cagacaggga ggatggagac tgggtcatct 60 
ggatatctcc tctggatatt atgactgagg cac 93 

<210> 67 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 67 

agacagagtc accatcactt gtagtgccag ctcgagtgta agttacatgc actggtatca 60 
gcagaaacca gggaaagccc ctaag 85 

<210> 68 
<211> 84 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence: Synthetic DNA 
<400> 68 

atccactgcc gctgaacctt gatgggaccc cagaagccag gttggatfftt ctatagatca 60 
gaagcttagg ggctttccct ggtt 84 

<210> 69 
<211> 94 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 69 

aaggttcagc ggcagtggat ctgggacaga tttcactctc accatcagca gcctgcagcc 60 
tgaagatttt gcaacttatt actgtcatca gtgg 94 

<210> 70 
<211> 85 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 70 

gttttcccag tcacgaccgt acgtttgatc tctaccttgg tcccttggcc gaacgtgtac 60 
atactccact gatgacagta ataag 85 

<210> 71 
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<211> 379 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 
<221> CDS 
<222> (1)..(378) 

<400> 71 

atg gat ttt caa gtg cag att ttc age ttc ctg eta ate agt gee tea 48 
Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

gtc ata ata tec aga gga gat ate cag atg acc cag tct cca tec tec 96 
Val He He Ser Arg Gly Asp lie Gin Met Thr Gin Ser Pro Ser Ser 
-5 -11 5 10 

ctg tct gca tct gta gga gac aga gtc acc ate act tgt agt gee age 144 
Leu Ser Ala Ser Val Gly Asp Arg Val Thr lie Thr Cys Ser Ala Ser 

15 20 25 

teg agt gta agt tac atg cac tgg tat cag cag aaa cca ggg aaa gcc 192 
Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Pro Gly Lys Ala 

30 35 40 

cet aag ctt ctg ate tat aga aca tec aac ctg get tct ggg gtc cca 240 
Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

tea agg ttc age ggc agt gga tct ggg aca gat ttc act etc acc ate 288 
Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He 

60 35 70 

age age ctg cag cet gaa gat ttt gca act tat tac tgt cat cag tgg 336 
Ser Ser Leu Gin Pro Glu Asp Phe Ala Thr Tyr Tyr Cys His Gin Trp 
75 80 85 90 

agt atg tac acg ttc ggc caa ggg acc aag gta gag ate aaa c 379 
Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
95 100 104 

<210> 72 



36/53 



wo 99/60025 



PCT/JP99/02661 



<211> 80 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 72 

caggaaacag ctatgactcc ggagctgagg tgaagaagcc tggggcctca gtgaaggtct 60 
cctgcaaggc ttctggatac 80 

<210> 73 
<211> 80 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 73 

ccactcaagc ccttgtccag gggcctgtcg cacccagtgc atattgtaat taatgaaggt 60 
gtatccagaa gccttgcagg 80 

<210> 74 

<211> 81 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DKA 
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<400> 74 

ctggacaagg gcttgagtgg atgggagcta tttttccagg aaatggtttt acttcctaca 60 
atcagaagtt caagggcaga g 81 

<210> 75 
<211> 79 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 75 

tctcaggctg cgcagctgca tgtaggctgt gctcgtggac ttgtcgacgg taatggtgac 60 
tctgcccttg aacttctga 79 

<210> 76 
<211> 83 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 76 

tgcagctgcg cagcctgaga tctgaggaca cggccgtgta tttctgtgcg agagatggtg 60 
actattactt tgactactgg ggc 83 

<210> 77 
<211> 81 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 77 

gttttcccag tcacgacggg cccttggtgg aggctgagga gacggtgacc agggttccct 60 
ggccccagta gtcaaagtaa t 81 

<210> 78 
<211> 409 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<220> 

<221> CDS 

<222> (1)..(408) 

<400> 78 

atg gga ttc age agg ate ttt etc ttc etc ctg tea gtg act aca ggt 48 
Met Gly Phe Ser Arg lie Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
-19 -15 -10 -5 

gtc cac tec cag gtg cag ctg gtg cag tec gga get gag gtg aag aag 96 
Val His Ser Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

cot ggg gee tea gtg aag gtc tec tgc aag get tet gga tac acc ttc 144 
Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

att aat tac aat atg cac tgg gtg cga cag gcc cct gga caa ggg ett 192 
lie Asn Tyr Asn Met His Trp Val Arg Gin Ala Pro Gly Gin Gly Leu 
30 35 40 45 

gag tgg atg gga get att ttt cca gga aat ggt ttt act tec tac aat 240 
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Glu Trp Met Gly Ala lie Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn 

50 55 60 

cag aag ttc aag ggc aga gtc acc att acc gtc gac aag tec acg age 288 

Gin Lys Phe Lys Gly Arg Val Thr He Thr Val Asp Lys Ser Thr Ser 

65 70 75 

aca gcc tac atg cag ctg cgc age ctg aga tct gag gac acg gcc gtg 336 

Thr Ala Tyr Met Gin Leu Arg Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

tat ttc tgt gcg aga gat ggt gac tat tac ttt gac tac tgg ggc cag 384 

Tyr Phe Cys Ala Arg Asp Gly Asp Tyr Tyr Phe Asp Tyr Trp Gly Gin 

95 100 106 

gga acc ctg gtc acc gtc tec tea g 409 

Gly Thr Leu Val Thr Val Ser Ser 

110 115 117 

<210> 79 
<211> 87 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 79 

caggaaacag ctatgacgaa ttccaccatg gattttcaag tgcagatttt cagcttcctg 60 
ctaatcagtg cctcagtcat aatatcc 87 

<210> 80 
<211> 93 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence: Synthetic DNA 
<400> 80 

aagtgatggt gacctcctct cctacagatg cagacaggga ggatggagac tgggtcatct 60 
ggatatctcc tctggatatt atgactgagg cac 93 

<210> 81 
<211> 85 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 81 

agaggaggtc accatcactt gtagtgccag ctcgagtgta agttacatgc actggtatca 60 
gcagaaacca gggaaagccc ctaag 85 

<210> 82 
<211> 84 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 82 

atccactgcc gctgaacctt gatgggaccc cagaagccag gttggatgtt ctatagatca 60 
gaagcttagg ggctttccct ggtt 84 



<210> 83 
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<211> 94 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 83 

aaggttcagc ggcagtggat ctgggacatt ttatactctc accatcagca gcctgcagcc 60 
tgaagatttt gcaacttatt actgtcatca gtgg 94 

<210> 84 
<211> 85 
<212> DNA 

<2i3> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 84 

gttttcccag tcacgaccgt acgtttgatc tctaccttgg tcccttggcc gaacgtgtac 60 
atactccact gatgacagta ataag 85 

<210> 85 
<2U> 379 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<220> 
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<221> CDS 
<222> (1).,(378) 

<400> 85 

atg gat ttt caa gtg cag att ttc age ttc ctg eta ate agt gcc tea 48 
Met Asp Phe Gin Val Gin lie Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

gtc ata ata tec aga gga gat ate cag atg acc cag tct cca tec tec 96 
Val He He Ser Arg Giy Asp He Gin Met Thr Gin Ser Pro Ser Ser 
-5 -11 5 10 

ctg tet gca tct gta gga gag gag gtc acc ate act tgt agt gcc age 144 
Leu Ser Ala Ser Val Gly Glu 6iu Val Thr He Thr Cys Ser Ala Ser 

15 20 25 

teg agt gta agt tac atg cac tgg tat cag cag aaa cca ggg aaa gcc 192 
Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Pro Gly Lys Ala 

30 35 40 

cct aag ctt ctg ate tat aga aca tec aae ctg get tct ggg gtc cca 240 
Pro Lys Leu Leu lie Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

tea agg ttc age ggc agt gga tct ggg aca ttt tat act etc acc ate 288 
Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Phe Tyr Thr Leu Thr He 

60 65 70 

age age ctg cag cct gaa gat ttt gca act tat tac tgt cat cag tgg 336 
Ser Ser Leu Gin Pro Glu Asp Phe Ala Thr Tyr Tyr Cys His Gin Trp 
75 80 85 90 

agt atg tac acg ttc ggc caa ggg acc aag gta gag ate aaa c 379 
Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
95 100 

<210> 86 
<211> 138 
<212> PRT 
<213> Has DUiscuius 

<220> 
<223> 
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<400> 86 

Met Glu Trp Asn Trp Val Val Leu Phe Leu Leu Ser Leu Thr Ala Gly 

-19 -15 -10 -5 

Val Tyr Ala Gin Gly Gin Met Gin Gin Ser Gly Ala Glu Leu Val Lys 

-11 5 10 

Pro Gly Ala Ser Val Lys Leu Ser Cys Lys Pro Ser Gly Phe Thr Phe 

15 20 25 

Ser Ser Asn Tyr He Ser Trp Leu Lys Gin Lys Pro Gly Gin Ser Leu 
30 35 40 45 

Glu Trp He Ala Trp He Tyr Ala Gly Thr Gly Asp Ala Ser Tyr Asn 

50 55 60 

Gin Lys Phe Thr Ala Lys Ala His Val Thr Val Asp Thr Ser Ser Ser 

65 70 75 

Thr Ala Tyr Met Gin Leu Ser Ser Leu Thr Thr Glu Asp Ser Ala lie 

80 85 90 

Tyr Tyr Cys Ala Arg His Gly Gly Asp Gly Tyr Trp Phe Ala Tyr Trp 

95 100 105 

Gly Gin Gly Thr Leu Val Thr Val Ser Ala 
110 115 119 

<210> 87 

<211> 128 

<212> PRT 

<213> Mus musculus 

<220> 
<223> 
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<400> 87 

Met Asp Phe Gin Val Gin lie 
-22 -20 

Val He He Ser Arg Gly Gin 
-5 -1 1 

Met Ser Ala Ser Gin Gly Glu 
15 

Ser Ser Val Ser Tyr Met His 
30 

Pro Lys Arg Trp He Tyr Asp 
45 

Ala Arg Phe Ser Gly Ser Gly 
60 65 
Ser Ser Met Glu Ala Glu Asp 

75 80 
Ser Ser Asn Pro Pro Thr Phe 
95 

<210> 88 
<211> 136 
<212> PRT 
<213> Mus musculus 

<220> 
<223> 

<400> 88 

Met Gly Phe Ser Arg He Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
-19 -15 -10 -5 

45/53 



Phe Ser Phe Leu Leu He Ser Ala Ser 
-15 -10 
Leu Val Leu Thr Gin Ser Pro Ala He 
5 10 
Lys Val Thr Met Thr Cys Ser Ala Ser 

20 25 
Trp Tyr Gin Gin Lys Ser Gly Thr Ser 

35 40 
Thr Ser Lys Leu Pro Ser Gly Val Pro 

50 55 
Ser Gly Thr Ser Tyr Ser Leu Thr He 
70 

Ala Ala Thr Tyr Tyr Cys Gin Gin Trp 
85 90 
Gly Ala Gly Thr Lys Leu Glu Leu Lys 
100 105 106 
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Val His Ser Gin Ala Phe Leu Gin Gin Ser Gly Ala Glu Leu Val Arg 

-11 5 10 

Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

lie Asn Tyr Asn Met His Trp Val Lys Gin Thr Pro Arg Gin Gly Leu 
30 35 40 45 

Glu Trp He Gly Ala lie Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn 

50 55 60 

Gin Lys Phe Lys Gly Lys Ala Thr Leu Thr Val Asp Lys Ser Ser Ser 

65 70 75 

Thr Val Tyr Met Gin Leu Arg Ser Leu Thr Ser Glu Asp Ser Ala Val 

80 85 90 

Tyr Phe Cys Ala Arg Asp Gly Asp Tyr Tyr Phe Asp Tyr Trp Gly Gin 

95 100 105 

Gly Thr Thr Leu Thr Val Ser Ser 
110 115 117 

<210> 89 
<211> 126 
<212> PRT 
<213> Mus musculus 

<220> 
<223> 

<400> 89 

Met Asp Phe Gin Val Gin He 
-22 -20 

Val He Met Ser Arg Gly Gin 



Phe Ser Phe Leu Leu He Ser Ala Ser 

-15 -10 

He Val Leu Thr Gin Ser Pro Ala He 
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-5 -11 5 10 

Met Ser Ala Ser Leu Gly Glu GIu He Thr Leu Thr Cys Ser Ala Ser 

15 20 25 

Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Ser Gly Thr Ser 

30 35 40 

Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

Phe Arg Phe Ser Gly Ser Gly Ser Gly Thr Phe Tyr Ser Leu Thr He 

60 65 70 

Ser Ser Val Glu Ala Glu Asp Ala Ala Asp Tyr Tyr Cys His Gin Trp 
75 80 85 90 

Ser Met Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
95 100 104 



<210> 90 
<211> 140 

<212> PRT 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Humanized antibody 
<400> 90 

Met Glu Trp Asn Trp Val Val Leu Phe Leu Leu Ser Leu Thr Ala Gly 
-19 -15 -10 -5 

Val Tyr Ala Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 
15 20 25 
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Ser Ser Asn Tyr He Ser Trp Val krg Gin Ala Pro Gly Gin Gly Leu 

30 35 40 45 

Glu Trp Met Gly Trp lie Tyr Ala Gly Thr Gly Asp Ala Ser Tyr Asn 

50 55 60 

CAG AAG TTC ACA GCC AGA GTC ACC ATT ACC GTC GAG ACA TCC ACG AGC 288 

Gin Lys Phe Thr Ala Arg Val Thr lie Thr Val Asp Thr Ser Thr Ser 

65 70 75 

ACA GCC TAG ATG GAG CTG AGC AGC CTG AGA TCT GAG GAC ACG GCC GTG 336 

Thr Ala Tyr Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

Tyr Tyr Cys Ala Arg His Gly Gly Asp Gly Tyr Trp Phe Ala Tyr Trp 

95 100 105 

Gly Gin Gly Thr Leu Val Thr Val Ser Ser 

110 115 119 



<210> 91 
<211> 136 
<212> PRT 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Humanized antibody 
<400> 91 

Met Gly Phe Ser Arg lie Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
-19 -15 -10 -5 

Val His Ser Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 
15 20 25 
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He Asn Tyr Asn Met His Trp Val Arg Gin Ala Pro Gly Gin Gly Leu 

30 35 40 45 

Glu Trp Met Gly Ala lie Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn 

50 55 60 

Gin Lys Phe Lys Gly Arg Val Thr He Thr Val Asp Lys Ser Thr Ser 

65 70 75 

Thr Ala Tyr Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

Tyr Tyr Cys Ala Arg Asp Gly Asp Tyr Tyr Phe Asp Tyr Trp Gly Gin 

95 100 105 

Gly Thr Leu Val Thr Val Ser Ser 

110 115 117 

<210> 92 
<211> 128 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Humanized antihody 

<400> 92 

Met Asp Phe Gin Val Gin He Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

Val He He Ser Arg Gly Asp He Gin Met Thr Gin Ser Pro Ser Ser 
-5 -11 5 10 

Leu Ser Ala Ser Val Gly Asp Arg Val Thr He Thr Cys Ser Ala Ser 

15 20 ' 25 

Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Pro Gly Lys Ala 

30 35 40 

Pro Lys Leu Leu He Tyr Asp Thr Ser Lys Leu Pro Ser Gly Val Pro 
45 50 55 
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Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr lie 

60 65 70 

Ser Ser Leu Gin Pro Glu Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Trp 
75 80 85 90 

Ser Ser Asn Pro Pro Thr Phe Gly Gin Gly Thr Lys Val Glu lie Lys 
95 100 105 106 

<210> 93 
<211> 126 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Humanized antibody 
<400> 93 

Met Asp Phe Gin Val Gin 
-22 -20 

Val He Met Ser Arg Gly 
-5 -1 
Leu Ala Val Ser Leu Gly 
15 

Ser Ser Val Ser Tyr Met 
30 

Pro Lys Leu Leu He Tyr 

45 

Asp Arg Phe Ser Gly Ser 
60 

Ser Ser Leu Gin Ala Glu 
75 80 
Ser Met Tyr Thr Phe Gly 
95 

<210> 94 



He Phe Ser Phe Leu Leu He Ser Ala Ser 

-15 "10 
Asp He Val Met Thr Gin Ser Pro Asp Ser 
1 5 10 

Glu Arg Ala Thr He Asn Cys Ser Ala Ser 

20 25 
His Trp Tyr Gin Gin Lys Pro Gly Gin Pro 

35 40 
Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

50 55 
Gly Ser Gly Thr Asp Phe Thr Leu Thr He 

65 70 
Asp Val Ala Val Tyr Tyr Cys His Gin Trp 
85 90 
Gin Gly Thr Lys Val Glu He Lys 
100 104 
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<2U> 126 
<212> PRT 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Humanized antibody 



<400> 94 

Met Asp Phe Gin Val Gin lie Phe Ser Phe Leu Leu He Ser Ala Ser 
-22 -20 -15 -10 

Val He He Ser Arg Gly Asp He Gin Met Thr Gin Ser Pro Ser Ser 
-5 -11 5 10 

Leu Ser Ala Ser Val Gly Asp Arg Val Thr lie Thr Cys Ser Ala Ser 

15 20 25 

Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Pro Gly Lys Ala 

30 35 40 

Pro Lys Leu Leu He Tyr Arg Thr Ser Asn Leu Ala Ser Gly Val Pro 

45 50 55 

Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He 

60 65 70 

Ser Ser Leu Gin Pro Glu Asp Phe Ala Thr Tyr Tyr Cys His Gin Trp 

75 80 85 90 

Ser Met Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
95 100 104 

<210> 95 
<211> 136 
<212> PRT 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Humanized antibody 
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<400> 95 

Met Gly Phe Ser Arg He Phe Leu Phe Leu Leu Ser Val Thr Thr Gly 
-19 -15 -10 -5 

Val His Ser Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys 

-11 5 10 

Pro Gly Ala Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

15 20 25 

He Asn Tyr Asn Met His Trp Val Arg Gin Ala Pro Gly Gin Gly Leu 
30 35 40 45 

Glu Trp Met Gly Ala He Phe Pro Gly Asn Gly Phe Thr Ser Tyr Asn 

50 55 60 

Gin Lys Phe Lys Gly Arg Val Thr He Thr Val Asp Lys Ser Thr Ser 

65 70 75 

Thr Ala Tyr Met Gin Leu Arg Ser Leu Arg Ser Glu Asp Thr Ala Val 

80 85 90 

Tyr Phe Cys Ala Arg Asp Gly Asp Tyr Tyr Phe Asp Tyr Trp Gly Gin 

95 100 105 

Gly Thr Leu Val Thr Val Ser Ser 
110 115 117 

<210> 96 
<211> 126 
<212> PRT 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Humanized antihody 



<400> 96 

Met Asp Phe Gin Val Gin He Phe 
-22 -20 -15 
Val He lie Ser Arg Gly Asp He 

-5 -1 1 

Leu Ser Ala Ser Val Gly Glu Glu 
15 



Ser Phe Leu Leu He Ser Ala Ser 
-10 

Gin Met Thr Gin Ser Pro Ser Ser 

5 10 

Val Thr He Thr Cys Ser Ala Ser 

20 25 
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Ser Ser Val Ser Tyr Met His Trp Tyr 
30 35 
Pro Lys Leu Leu lie Tyr Arg Thr Ser 

45 50 
Ser Arg Phe Ser Gly Ser Gly Ser Gly 

60 65 
Ser Ser Leu Gin Pro Glu Asp Phe Ala 

75 80 
Ser Met Tyr Thr Phe Gly Gin Gly Thr 
95 



PCT/JP99/D2661 

Gin Gin Lys Pro Gly Lys Ala 
40 

Asn Leu Ala Ser Gly Val Pro 
55 

Thr Phe Tyr Thr Leu Thr lie 
70 

Thr Tyr Tyr Cys His Gin Trp 
85 90 
Lys Val Glu lie Lys 
100 104 
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